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(54) Title: ANTIBODY DRUG 



(54) iKfomm 



(57) Abstract: An ameliorating agent for the stability of mammalian endogenous ligand in the blood, comprising an antibody having 
00 affinity with mammalian endogenous ligand and substantially not neutralizing the same; and preparations thereof for the prevention 
00 and treatment of diseases in accomplishment of which it is effective to increase the concentration of endogenous ligand in the blood 
and/or prolong the half life period thereof in the blood. When the preparations alone without being combined with a compound 



identical with or substantially identical with the endogenous ligand are administered to a mammal, the stability of endogenous ligand 
in the blood would be enhanced to thereby reinforce the receptor activity regulating action thereof. 



LT£*»rtHtey#> K0)JHi*SStt*»». 3fetXfcrtHttU*> K0)jlli*a«*it*fccfelX/*tcf4Jt**« 

. n-tL<tt**Mfcw-(Dft^**flfffla^-r*^i:tt<. ±E«M**»T!i«?Lt(i*fca^-r*itf, await 
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z>fctb<D, mftm&v Jfyv^n l xm n& w-r 5 & p l * 

^ bTfiiBT^tlfc^!>^^T;CD3^E-/ ^ ^/^f^: (pgp^ : ortho clone) "Cfc 
v^^/^n^t/^j^ t H^iS^ b^^^HAMA (Human Anti- 
Mouse Antibodies) hm-tfc'&^Hrriy ^n^y Xlg) t h^Cf^0^$ 

ttlB^^Wftffl (ADCC) ^«f«#ttl|HM«#^ffi (CDC) ^^IJfflt-5#-^, ^ 

(BP^s *frO -TS CM : £lTNF a 0£fn p p£ : U^^r— K) N 
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-t&tcibcD^-^VT t Lt#< im : 9 0 tf&&$CCD20$Lfa (M£u% : Zevalin) N 
# V *T**r^C ^Islfr&WSiZS&ifc (fgfn^ : Mylotarg) ] ; (3) ADCC^CDCWJffl 

110 1/7 94 94f/^7V5'f^#i) 0 

» 
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10 #fc*tlSi*5, 

haha) ^I4$ttL£51^fe5o 5fe£t b^f^MS^fcoaizi^J; tJtrtlg 



x%t>®x&mmxm^^^%mwu%&ffifcm.m&]S:fe-t'& ^t^£<o mm=^ 
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(PACAP) <D h 3 Sr^TLJ^^r^S t f S feiPACAP^ / ^ p — ^/l/fet^:^ N 

PACAPcDf^ffi (Tf^ti/^ 7"^ (AC) Stt-fb^ffl) £rP£*LftV^^ *5 
^^I^PACAP^^rW-e^^^^K-^i-a SSlfr^-^ffl^&l^H 
'|4(Z)PACAP^^f^^<^m^^:^ LT^Iffi^S ifiL^gt^^tbS) r 

15 ^-ft*^ ^B^^, 

[i] m%W}m<D\Hm&v # ^ K^^f bxsifptt^^uj-o^K^^-^tL^^fp 

^nS-irSr^^-rS-hlB Cl] IB«c<^^J, 

20 [3] ^(DcffR^#^8o < yo^T-efc^,_hia ci] mm^M, 

[ 5 ] rtnift vjfi/ }*tm* t <dm^(d sk^^nm mMP^m^ v#>- fw© 

25 [ 6 ] ^f^rtHtty ^f>- KcoA^^m^^ i mmsATxfo&±m [ i ] ta* 
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[7] rtHtty^^K^^Kfe^^-efc^-hlB [1] m^<DM, 
[9] rtHf^y # ^ Ktfs-fc^ rfy^ w?-7 r y — ^1-5 & 

5 ^-efcs±fa [8] fB<c^J> 

C10] rtBtt^'^K^GLP-i, *;^h-y, pacap, v i pfci 

[11] «!)^WLHRH, ^ #7^^, GPR7/GPR8!)^>K, 

msh, ^i/y^, j^y y^i^^iDgt^fe^^ilj: <9 iitx £ 3 _lib 

10 [8] lB*c<^k 

[12] rtHtt^>K^EPO, XPO, 4l/i/*-V>-, ^^^ — -y^xily^ 



20 



25 



GM-CSF, 



m^h^^mx f omn^ti^±m [7] ib^^o, 

[13] rtHft!)#>K^ANP, BNP, CNP, 



tlS±fB [7] IB^O^J, 



[15] mmm^mmm, warn^m 



I 

& a s¥ j; «9 £ ti s mm.(D^m • t^rnn -e & 3 ±ib [14] sb^co^j , 



WO 2005/094881 



PCT/JP2005/006576 



6 



fg&mwftR &m&-f-%> - 1 &9&m t-tz 



15 HI 1 #®(D^PACAP^7 ^ n— f-JV^tW- [(a) PA-lNa ; (b) PA-3Na ; 
(c) PA-5Na ; (d) PA~6Na ; (e) PA-2Ca' ; (f) PA-ICa] t PACAP3833 J; 

(B)] / [^^^^ K^^PBt^Wfefi (B 0 ) ] xioo (%) , mkft.Wt&^^- 

K^ltJS (M) Sr^-t- 0 -O- : PACAP38NH 2 ; -#- : PACAP27NH 2 ; -A- : PACAP (4- 
20 27)OH ; -■- : PACAP (1-13) OH ; -X - : VIP ; - A- : PACAP (14-38) NH 2 ; -□- : 

* 

PACAP (3 1-38) NH 2 

m 2 fi, ^^O^CPACAP^y ^ n —^/]/ttit<^triWMM^&&^mi£m'Z'fo 
6 0 ±^<D^?,^^^PACAP38NH 2 §r^L N ^t<D ±<0#Sfc^t±T 5 / ff£#-^£r^1- 0 

^ c 9 tePACAP27£) ^° pty<>y y^Pfi^^-fc stf y ^ -X <Z> 6 * ^* P^f^VIP i: O 
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m 3 PACAP38NH 2 S ^-ffiCD^CPACAP^ 7 * n — ^/^^O^ftlffittSr 

^-To £MtecAMP?JIIt (pmol/10 5 |ffl^) s ^m^m^mm (nM) Sr^-fo -o- : 
PA-lNa ; -A- : PA-3Na ; -□- : PA-5Na ; -■- : PA-6Na ; -A- : PA~2Ca ; -#- : 
PA-ICa 

5 04}i, JjlPACAP^^P^ S?t* — ^/Mft®:PA-6Na<£>, DPP-IVfc «t 5PACAP38£- 
1 £Hife2 t fctetfZ>£%fc1&Mfe&<DM&. iMPJ(DPACAP38-eg^f*(D^^f--f 

£100%^ LTX^lt), #lttf^PP-IV^S^i&liaS^©*3RftSr^ , t"o -O- : 
10 PA-6Na#^fcT ; -•- : PA-6Na##^T 

0 5(4, fctPACAP^fP^/ * ^/Mftft: (PA-6Na) c£> s *&ife*.DPP-IVte: «t 
SPACAP38^Mi?f^ffl <Z>#Pffi!l3&*«:53H"o iltt^PACAPg^ft:^^ 1 2 5 I-PACAP27£>|£ 
(-f h bfc 125 1-PACAP27O^clt^ttSrl00% i: Ufc ^ # <D$|##ctt?£ 

ttofiJ^-) £r^U ^#}4DPP-IV(D#^JtSr^i-o -□- : PA-6Na#&j&>oDPP-IV 

15 Pl»J##ftT ; -■- : PA-6Na*5j;tJ«DPP-lVRa*SU*#T ; -O- : tnEffc*5,fctJ< 
DPP-IVPJ.«iJ^#feT ; -•- : ^fr*#^£d»oDPP-IVRa*SO#&TW#^#S:^ 

0 6{i, GLP-l (7-36) ami de^^j-fS^CGLP-lfetf* (HI 6 A : GLIT2-329 (1) 24 
fSfatfcflO^tflgeB : GLITl-492( 1)2(4' fOfetf*)) — $ — X? — -yte 

20 -f ©jj&^Sr^-fo fMte:2nM GLP-l (7-36) ami defcl&WkM<D&L^ ]) ^a^^^^^r 
/ ^ p — T/ls&#:&KJ&£&1£ia&<DGLP-lfisfe.&l00%k Lfc, ^CGLP-l^uf^ 
APB#OGLP-l^#^ffi?r^-r o #ffc^f3:GLP-l (7-36) ami de*Sm^i"SSt 

GLP-l$rCf«S» -^/Ht fr^-to 

0 7li^ GLP-l (7-36) ami de IE *fr "f 5 £l GLP-l ifc # (GLIT2-329 (1)24*5 J: IK 
25 GLIT1-492(1)2) OGLP-l/GLP-lg^ Pl^^ y -fe^f ^"to 

200pM GLP-l (7-36) amide \Z. MMffl 3 «fc V # felloe tfCPACAP 38 NH 2 #cp-?P#L f£ (PA- 
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6Na) ^Kft^^f^m^(DI 125 m^GL?-l(DGL?-l^m^mm^^^M^100% 

@8fi, SrLGLP-l^c^fB^y ^ n— (GLIT2-329 (1) 24) ^DPP-IV^J; 

§GLP-l(7-36)amideO^A?Sr^$IJi-S - t £r^i" 0 «DPP-IV$HM»GLP- 
1 (7-36) ami de # * £r ELISA T? SO b N ft: *3 J; t^DPP-I V # # tE T <^ GLP- 1 (7- 
36) amide * 100 % ^ L t L tl^^f, GLIT2-329 (1) 24 : GLIT2- 

329(l)24#^fcT ; Anti-EPO Ab : V * P 7$^=?- l/ffuPffefeT I None : 
#fe~F ; DPP-IV(+) : DPP-IV#^ET ; DPP-IV(-) : DPP-IV^#^T^#^#^^i"o 

0 9|i, fi&^Wister Fatty7 y h (^-ffiMEE) ^^S^^tK^ ^ t> ^ I g G 
(20mg/kg)^5j:tJ«^T:GLP-l^'t'fp^-/ ^ n — ?vH5l#:GLIT2-329 (1) 24 (20mg/kg) 
§r-^^t-?T*tLJKJ3Srt^# bTl B ^CO, jfaJjt^GLP-l (7-36) aaddeWkBt&W'i'a 



trf* fcS>^ ^a, ^f-^r\ 5yK "^**n 

i 

(=f^Sbtt) % b < f*7£44fb b ft v> (tfrtfcte) ^-T-^BfcU M;Lte\ #/wev, 
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s r £ ^ jfr^y ^^KiftS^jf^-t-^fc^^, fin^r cz) palate y ai/ v&^<d 

b< te^5o%^T\ b< tej^20%J^T©^^fo5o r^p 

c -7 * ^ ^ - Tgttfsfj ) , t^^tt -e &> n &&k<D ft if & mm 

(%) = ( [A rree ] - [A bound ] ) / [A free ] x 100 
A free : ^#<£##£Tfc:*3tt5 Vif> 
20 A bound : ^L#:<Z)#^Tfc*5»"t5 y Kffitt 



WO 2005/094881 



PCT/JP2005/006576 



10 

r 5 sm^^ K*&^fc«fc t)fi^bfc r^^Kj <bb<te rg&gfj tfSaP&f 

N**©T 5 y HglS<£> 7 5 / s M X. Ufcsl" 5 7-fe f-jv& if T?filfe 

rt(07 5 / ^<D#J#l_b(DM^S (Mxf^-OH, -SH, 75/S, -T5^y*— 

*/^v©Wi:Ltli, ^7^=r^^^K-l (glp-i) „ = ^ 

TI^Tf^/Hlv'^ !) K (PACAP) % if#»f«f*° 

y-^T^K (VIP) % £\55t£"?- h V V ^\Wi^f- K (ANP) , h JJ 7^#J 

m-^T^-K (bnp) % cit h y v j^mw^y^ k (cnp) > n^^^/^^ 

!5 fctS/jvi^^ (lh-rh) , ^y^vUJUJi^y (msh) N ^niy, ^ y ^ d 

t^jc^^ (epo) s h & ly-m^^^l^ (TPO) N >f »J >\ 
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(tPA) N — ^rnvv^-j — - vm? 3 ?* % y—tfi/T?^^— # — 

(scu-PA) s r&MV v *<"i->- Hm?°9*^ /-yyT^^- (tcu-PAj N 

ai^-jr 7r U >\ -fe^l^l^ ^S^/^^tUH^- (GRF) % 

— nx^v^^, gtJ¥^l^/^^>- (pth) N t^^h^y. Ay^uvy, /^y 
fi/y, y^bx^fy, fnfafyftW^^ (trh) > tp^k^mWtfc^ 

1M h7?-f ^<£>#!li: b"C«, ^ — P>f ^>Hg (M : IL-l—IL-20) , 4 is 
% - — 7xn ^fg C-M : IFN a ^ IFN j3 , IFNy ) , J£$t& • ^ n 7r- 5?- 3 n 
~— (GM-CSF) % HJf&^-an^— fclSRB^ (g-csf) „ ^fxi^r — 

i^-an^— fflstia^ (m-csf) . mmm^m^ (tnf) , y^b^^ t$b 
j3Sft#H^ (trf) % m^mm^-J^v^y—m^ (t s f) , ^tt&^js^PfM 

H^F (SIRF) , tJ-7W? If— fl^H-^ (SIF) N v^P7 7-^ttSi L 
(MAF) , ■x^trr^r — v^^P-RlkH^ (MIF) N 6 JL«^PJ.lhH^- (LIF) ft 

fens, 

-7-^-TJ^ ^(Diftjb UTJi, ENA-8 N GCP-2, GR0- a „ GR0- j3 „ GRO-y , BCA-1, 
IP-10, MIG, PF-^ifOCXCT"**^^ MIP-3a N MIP-3 j8 > x^^J/X, 

„ MCP-1—4, MlP-la, MIP-1 & , RANTES ft ^ <£> C C fr ^ # -O' > 

* 

CX, W££7>S#{f 6>tt5 0 

tl^tH^M*: LTft, Jb^timiH-^- (EGF) % ^ir^y^, ^-fer/P 
JJ7-54, b^ 1/^-7 Jr— % >--^±i^itH^- a (TGF- a ) , ^^y^^'I^E 
G Fitting (HB-EGF) fti?OEGF7r 5 JI^ /h & 5fe it H ^ 

(PDGF) , skWfcBliMMm^ (VEGF) /^'OPDGF77^- ^li^lffl&t 
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JgH^ (M : FGF-l — 9) ^t*OFGF775 ^ y v'a. y yti|Ig^ 

($1 : IGF-Is IGF-II) !fe^f©IGF7.7;!J- JJTftBfl&JtfitH-lP (HGF) &if<£ 
HGF7rO-, f7^7t- ^^-^iifltlS^- J3 (M : TGF-/3 1~5) & 
©TGF-J377^U^ ^a-PbP7^yI (M : NT1~5) f£ if CO NGF7 

5 r 5: y fetus 0 

jtJkH^oMi: btfi, _hfBEP0, tpo, gm-csf, g-csf n M-csFfj; ¥&mi<fbfo 

(GPCR) ^Mi~5rtHtty ^KtfcS^f Kt^-^^Sr^^b-r^o 
GPCR<D{#I£ Lttt, — a — u^zff K^^£ft\ tr^%4 ^g^fr^O^ 9^ A 
GPCR, PTHg^f^cD^ 9 * B GPCR^ 

as^f kftsa^ r. *i,e> kirks £ tuft v\, ^7^b GPCR^*f-r s h t4 y >- 

.5 KitTIt tflfcriGLP-U PACAP, VIP&ifCDi?^ / ? As 

^^^BW^cDGPCR^^J-r^rtHfty^^K^ b-Cti, 0»| £ fc£LH-RH, 
>\ GPR7^#^^)^y tfl' K Ta^T^ KB (NPB) £ feTOS) fc^t/ 

GPR7, GPR8C0^77i-^-r§ y K (~^ — n^T?"^- KW(NPW) £ fePfli^S) 
>0 (*^3!«#T?ttrtbe>Sr'affiU"CGPR7/GPR8i; tfV , MSH, ^'H) 

>5 <£ o f^<-y^- V<D®\t lt(t ANP, BNP, CNP, ^t/HJ ^ N #±/l<>}) 

7Ki//^^!)yf^ J; fc^ 6 ft Utit epo, tpo, 4> 
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i/^. ]} >\ 4^? — 7^n>- N j^ft^/l/^V^ GM-CSF, ls7°^Z/, 7fV*°^^ 

V>, rr-e ry#^K£LT<0f£fflSr«*3N-;5] £ Sr***"?" 

— /K teH<D&<<-7<?- K'M^/l^^ ^#:T^^IS (M : T 

vfi£, jfr/h4KEH4teE^) , HBlteife (M : GPR4oy7f^K^) . ^^t/^f 
K («:7"o^^5^, Yn^i^^zym) , mttWt (M : TGR5 y 77 V K 

«so , /^t l< ^(DmmPf m ■. ttmm^^? ^ ^m, gaba^) , 7°y 

50 ^fcb<f*|^B£ (M : 7fV cAMP, ATP, UTP N ADP, UDP#) ft£T<£>, GPCR 

* 
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5 K^jfiL^^tt^lRl-h-rS GLP-1^PA.CAP^<D*<^ Kfi, v^^v* 

sV^zf*??— if -IV (*P^^#^^V^T« N DPP-IV £ ItfE-T 5 4§-a^ ifc £ ) 

.0 o 

-c a f*i in i s y # ^ k & i? \z. m m -t s r £ a * -e ^ s » 

y*-r £p£b<teigG, igM^fcfiigA, #m^f*u< 

15 fofafrf-tofa* #!|;UiFab N Fab\ F(ab' ) 2 #?<7> 7 7 ^ b N scFv, scFv-Fc, 
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feav^tt^y 3^^- =i— ^ (peg) ^©i&f^feft^f ^t55> 

5 (1) ^SJ^Op® 

tl^^^tS, (c) KtSDN 
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Molecular Cloning (2nd ed. ; J. Sambrook et al. , Cold Spring Harbor Lab. 

« 

Press, 1989) ldfBf^;£}5fc& *?] ^ot^t5^t^-e#5, ^ ^> 
Kl£<5#7*UV ybfcDNAyn- ^SrfflV\ c D NA7^ ^5!)^W^ 

7°^ k (m e If) ^ 3 — Ki~ s jUS^sb^j ^K<5 ^ ^uv ^ u/c d n a -7° ? -f ^ 

— £rfflV\ c DNA£r#II^ LtPCRSia!5Wt U < l«©7 7^ ^ 

(d) «flfl&$E^/*B^&^Jffl^5:&^ IhflB (c) i:ra«^ife^J:«9WI»l 

iDNA^T7 N S P 6 7°n^E— ^©if TI-fe^tlfcM^^ 

^iiiu f^-7°c3^— * — msg-a-r 5 r n a ^ y ^ n&>£x$m 

>0 fC (NTPs) ^ti>te^S^^^fflV^TmRNA^^^Lfc#:. imRNA^iS 

i 
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WAT % / WtUn t LT ft, $1 *. WC 3 mU ±(DmWz-t 57^/ b ft § 

(09: l^UM) Jig^WfiiftS (M : Cys, TkStt^) tJ:ottt^ 

r (D X 5 te^f- Kfls ±|B (b) ~ (d) (Djy&fc&oX:* ^fc^JifB 
(a) ~ (d) O^jfemi ^M^bfdftJF^^K (SSSf) *rc«-?:<Dil^ 

1) M. Bodanszky *3 «t tJ 5 M. A. Ondetti , ^ "7° ^ K ^ ^ -fe ^ X (Peptide 
Synthesis), Interscience Publishers, New York (1966^-) 

2) Schroeder*5 JztKLuebke, if ^7°^K(The Peptide), Academic Press, New 
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York (1965^) 

^ ^/Mtfll, -O'Xfc K y ;V7 s; ^tfflg, 7^^ 9vMtJii, 4 — <^v ? /i^^- 
4-t K p f ;i/7 x n^7^ f 7 ^ K^^/^II, *°!)7^!J/i/r 

4- ( 2 ' , 4 ' -7^ f ^fi/7xx^- F m o c 7 ^ ;u) y ^ / 

■go«9 m-r^i^B#^«-fif*fis^^L, isti©^ k&&#i-5 0 fcsws^ 

^ KSr#Sr b hX%Z> a 

>W 5; KISi LtiiDCC, N, N' -^y7ntV^;^^5K, N-^ 
w fl (31 J; 5 ffitt{t: ^ 7 ir 5 {b^fiJ^P^iJ (Miff, HOB t x H O O B t fc- 

^) ^ t h £ titer ^ / m^ummm^mm-r ^> f)\ -^tcn, M^mm?^ 
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titer ^ y mcD^mk&iT ^fr<D-h\z.mm\^mn-rz> r. t^-e^ & 0 Mi^fc 

5 ^WW5K, N, N-^f^7"fe bT5; b\ N-^f/Ufnp 

^ <d^— f^i, r-fe b ~ by /v, y°& b y /u>& if b y /Hg. mm* 

rc^/K i?7x-;V*^7^r J ^^•^I'/K Fmo c^^Wlf^il^o 7J/WK^- 
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^£©feiSi ltd, fek%.t£C l _ 6 T;v^;vm, C 3 _ 8 v'^nT/V^ 
/l/S, C 7 _ ! 4 T^/I^^n 2-7^vyf/K 4- - fp/<y^ 4- 

^U*/ls<D7xS~/l4&kWt&<DQMgi&k LTt^ Tc^xJf B z 1 N C 1 - B 
zl, Br-Z, U — r^^vVft Zftmf btlZo 

5 -2, 3, 6 — b y 7< ^/l^^^-if i/^/V/ft^/K DNP, Bom, Bum, Bo 
c, Trt, Fmocft^#lffctl5. 

#k T^K, fgtt^^^/u- [7^3^ (fc^xJi, ^<^#? n n7x7- 7K 
2 , 4, 5-MJ7nn7i7 2 , 4 - fn7x7 — /K v"T / * ^ 

:0 /PT/^=z— /K ^?=bn7x/-^ HONB, N-fcKn^^^^^K 
N— t Kn^r^^M^ h\ HOB t) k<D^7* : r;V\ f£ h* &m~f b tl & o UK 

f^iis^* (mm itit fci tiip d -ifcsv^iip d -^/.c 

t 

!5 ^(D^^»#^T^(^7X*^^ ! 1 :1 "e^^Sfe3l^- 5 ^s ^fc, M7K7 5"fb7jC^, ^ 
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co a - # ^ vv« £ T 5 K-ffc bfcfJK 7 5; / SIlJ^^ KfCSrJ^filoiS 
7®0 ££r£l5£U riDS^T'f K^-hlBb/cJ; 5 ^^f^^^i-^^iirSo 

♦ 

#!lxJ£\ f^5zl!CO^W!l^*5V>Tf¥3zl!i-?.ffl <9 s £ t) PACAP38NH 2 fe 5 V 

25 f±PACAP38NH 2 (D^^^ K^l^f 5^^«> ^F?#l«flg LtS^ftf^ 
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PACAP38NH 2 &> 3 V MiPACAP38NH 2 <D§|5^^7°^ C *S#J^fe§i7 5; 7 g££r 
5 PACAP38NH 2 3 fiPACAP38NH 2 CD^ft^^^ K &r# 6 - t & T? # 5 0 

J; 5 ^^fB-f-S) , i? y ^~>-<Z)7j<^S«:Bzlg-C (Ser (Bzl) CO J; 

5^*|Bi-6) , T^^^^r^S^^co-T^/^^^^^OBzl^-e 
(Glu(OBzl) CO J: 5 ^*WB-fS) . y v 5 ^© £ -T 5: /S»Cl-ZS-e (Lys(Cl-Z) 
.0 i:SWB-rS) , v-^COTK^S^Br-ZS-e (Tyr(Br-Z) t^fB-T§) , 7Vl"¥ 

=-iy(D^T=- KS«TosX-e (Arg (Tos) £ ^|Ef 3 ) , t * 5^ v 5 VCD-f 5; ^y* — 
7^«TosS^ (His(Tos) £ HlB-f- 3 ) ^ t 5 0 

.5 ^3,000J^T) (Dffim (iill _hlBC^7°^- Kfrif) £rfflV^4§1^-«, 

& L < ^^co^^^rffi l^ii^-e^5 0 ^i*^ £ Lt 011 Si ? ^ 

(KLH) ^MV^tlSo MH^t fjiff*°yT^lE 



jk y y ^ w >n N y t ^ y /m> ^° y tf ^DT'ptv yis& ^ 
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=; / Si- v 5 ^^- 1° y s^-SSr^-f % ^ tvH^ (ffrj £ te\ spdp ft if) 

15 -T?#S 0 

( 2 ) *yyo — * r/^tfifccDi^M 

It ft z co (uiot, # ftWL fc^ttift -e fo s v n te* a 

» 



WO 2005/094881 PCT/JP2005/006576 

24 

L5 ^< y a t^C^f — (DMEM) „ RPMI1640it±l6 N /N^F12t#±fi^) TMSfci^Ufc. 

^> timte-SteffiftVlsiSLm (FCS ; 5-20%©^) »i#±&^#^^^:T4~10 0 

na©gco 2 i/ * * * - ft ^ srffl v ^xmm-r & „ ftnttg iim 09 & r* 
o.o5~5 ^ g ^#{f ^ns^-tL^i3s^$^ftv\ w^m^ a~2mmnM 

* 

t Ms^o^^-ef*, i»jift*im&*&#-hfl(fSr#sr ^tefflStfto-e, il-2, 

IL-4 S IL-5 N IL-6f tSWt-f cfctfM^CTTv'a^y Mlf 
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-T-SfcsMii, HAT T^y^fJJ^ ^v 5 ^) ^S'I4<^f*£r 

ffiV^^i^f^tV\ ^!lx.{^!>^#MJIllfflJia^ P3U1, SP2/0, 

AP-m^, y V h'WfmmM&k UTfiR210.RCY3, Y3-Ag 1.2.3^ N t: b##IBi 
%m&k LT{iSKO-007, GM 1500-6TG-2, L I CR-L0N~HMy2 N UC729-6^^^ff ^ttS 0 

(Nature) , 256#, 495K (1975^) ] S^ot^ltS ^ i^^'t 5 0 ii^ffiil 
^IJ^bTtt, ^ijxf-wy^Jjn^/P (PEG) ^73$ #&f*b 

^tt-e.ao^tt^tb^^igV^PEGlOOO~PEG6OOO^0^ bV^ 0 PEG^Jt £ LT^M 

x^io~8o%fis, b< mo~5o%nm&m^&ti& 0 PEG(DmRmm&k u 

T fiMl&L?f (M : RPMI1640) , 5~20%flJg<Dlfc?t£^£p^iyt:ifts V >fl£ll 

w^s^^tk (pbs) N h y * mmwtm (D^-m^mm &FH^zzLk&-v%z>o 

mz.£.9WS0 m : 10~20%fSJt) £r»|-f 3 r t fett 5 Q i&^c^pHi: LT 

4 

Um-XrfoV), ilS20~40°C > jgf * b < «30~37 , Ct?ji^l~10^W^ ^=3f a^<— 
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0 



Sr0!I;t?£jfiL?fc;R.tJ ? '<~v' y h 1/7" W-f (P/S) ^Ptgiffi (09 : 

rpmii64o) % b < mm&MMm^%:%$to vr-mskmmMxm^^t^ mm h u 

.5 ft : mi0 7 mm,ML) X&MiS'&X, il^20~40°C, »^b< f*30~37°C-eii 

f^EB^-r ^^mwmm^Mi^xm^^^irT y y/^i^ttv^s©^ h^ 

55 Jfcffc Lfcty v^jM i: *S^i-5 £ ^JDR^Mfc&ftlfc B JJ l"*&L<D3>.& p if 
y h &mi&-t Z> o tot, ^©il^W^/^ ^—^^jt^IESrJiV^-Caif 
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^f^M^^^^^^^r5/h^^^!7^^ b< fit h <D#MJ31» £ M bit 

7°^y^, ^iiDLT, 5 — 20% FCS^^-t? lb #BJ& (M : 

RPMI1640) t> U< f^ffllSitmH^^^Pb^Mjfe?fi§ift-t:1f t>tLSo t^l^ 

5 i:^^uv^ 0 7^-^HJitLtlt /V^JJ K-viDlilMtttitfi 

^mh^^y — ? (facs) &m^x$cm>k1fe&1-Z>MJ&&ftMirZ>z.blz£<>x 
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~10BgUcfc # =3Mf- «fc t*^ 5 ^ (HT) Sfc&P^kJ£ifc (M : 10% FCS^S 

10 #RRPMI1640) ©aS*P*fe«:SSfeSrtT5o 1^^8—14 0 UMX nffinmti:? o — 

&^Jttf»SC (M : 125 1, 131 1, 3 H, 14 C) , gflff (M : ^-^7^f^^\ 

BfoklfSiSI) „ ^Tfe^JfC (09: 7;i/tvy-feWyW7 

'0 ^^T^IiUfc^^^a^y ^ (IgG) (^^(Dfeif«^«^ 
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V^b, ^^tfJft (011 : 10% FCS£3 £ OT/S$s;&nRMPI1640) 4> ^30^B^/mLcD^ 



25 



10 < (0.3tt/^x;v) 0 g^BTtg^^ 7 n — >'tf5ffim'f-5 3:T*2~3illHg£ 



^y K— ^t* hntfd^yt^fits r £ j&s-?# & 0 

f^0^/N^^y K— ^&r> lfflJ3^S^M^^10 B ~10 6 lBIS/mLfM^'f*-fe^^^ s 
20 /Lt^<^Wbtb5o 

* 

^tfsi?T?o*ffi|j5fei: Ltlt Mill flfiBl*3»c 5: 



(mopc) ^pt^bfc-^^^ (^-r^y k— ^^ii^^mtji^tt^^^ 



^ 5~10B|£^10 6 ~10 7 |ttfJat<DW:/y K— ^£rBfl!£l*J&tt U 2~5 

m m & k mwtT \z: mzk £r«i&-r § a* ^ (f & n % 0 
mzftmyvfvis&ftmffinskfe im-.&wm, r^^-^ttmm, mmM.it 
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j$fe> *^C*»jfe N ^^t-^WlW- (M:DEAE, QEAE) «fc 5 j®S41>ftu 

PJ! v n 3 f^If' t? 3 i*g Htt y # is K £r ^iKlft lc 4 1 ¥n L & v > h 
<DX*f£i1rtiltts:tbtt:\t^(DX\ ffitb fifties ? ^/i^f$<£^fnStt<£>fl^ie:o 

©HfrS-te&Jfctfrf 5 £ i: (31 «fc 19 3 iiis-ets, rtHt* y # >- K 

GPCRtd^f-rs fcro-efcsi^ y Ko^a#^T*5<tt^y k - infams 

L5 ftW^s&Ttefcsv^T, l)^GPCR*5j;tJ«ACSrlBJJSIi_h^£p|fflJ^^L.< fit 

H : l25 D > §1* (M : 7;^!J^77^-^ ^>^— if) , 

'!l : FITC, n—^Si") ^-eSBRLfecAMPi:©^^ A/Tyt^tJ; 9 
fiij^-f^^fe, 2) _bfBJMB»& b< {i-^coMilf^^[Q 5 - 32 P]ATP^^nb, 
>0 5 [ 3 2 P] cAMP £ T A- 5; ^ ^ A«§s-e^«l«, ^ <Z> #t t£ £ $J 3t -f" 5 # 

* 

3) cAMPtf^g^ >- h (CRE) (DfflffliTlZtbZi V tK— ^—itfs^ (M : ;Vv'7x 

7 ate^) ^ & a x^t^wmwrnm \z. *s rt s ^aft^^^mftsrffi'j^-r s 

ife, 4)f£GPCR£^ti>lilIIj^-[ 35 S]GTPy S (G§6Ra y }*<E>GTPase?& 

55 SrS!|^-rS^Sfe % 5)$EGPCR£: y &\ £Mt##/ff W : 125 D s 

(M : r;^U*^77^^ ^iX^— if) , (M : FITC, 
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GPCR& £XFPLC&m^\^&M&ftCDCa 2 + m&Mfeir &j7&;^ 3)Ca 2+ ^J; 9 T 
V ~7° U =¥ 3. b $ § TPA (12-0-7" h 7-7*^7 7 ^/^5^/W#— A—13-T-fe-r — 
H JS^i^^h (TRE) ©WATR-feS y * — lef^iAtWte 

10 MR&ftCa 2 * Mzfe, ^jfc^n— :7* (fura-2 N indc-L fluor-3, Calcium-Green I 
bfcigg^LT, FLIPR (Molecular Devices%fc) T A 7^#if t^So 
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(1) **7&ift<DftM 

£ LTV H *3j;TJ«V L (?5^N5|e4igia^J§r=i— K1" Si^iaM^^^ U ^DN 

^j^W^ y ^Xt^tU d'DNA (Mx.fiBio/Technology, 9: 88-89, 1991 
15 mW) ) £rffiV\ SSfe^o-CPCR-eV H S3«fcW L Sr=3— K-TSDNA^rJiilil • fttH" 

RNA^feRT-PCRtclJ; "9 C„ J; t^C L ^ =3 — K-f-3DNA^iii|)@ • $t$H~5o S$t£rJ^ 
TV n ^C H , V L kC L ^^th^:fhW^V, mhtifr*^ vUmmMoXXl^^ 9 LB 
DNA£, -^tL-^tbji^^^^^- (MxJ3\ CH0«, COS&fflflg, 

^ — ^ff ALT!) £l>U l|@^^^-^^yf^t#ALTt)i;V\ #£> 

f 

25 aAX^^- #plH (CHO) %m&, ^^^5fe^>COS-73NBJSa^ VerojfflJiSU 7yh£5fc£> 
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* 

15 ^#fl?1~;ft,fc£F(ab' M^^-emtk^So ' 

/®t &*L<fi3~30T^y^ £ L< W:5~20T5; / Mfr b ft & ^-7° 

K (M : [Ser-(Gly)m]n^ b< ^[(Gly)m-Ser]n (mfiO—lOcD^ffc. nftl~5©l 

20 $ ^>(-C H3 ^=3— K -T 3 DNA £r ii ^ & V is % — £ ft b T iSI^I" § ^ ^ J; <9 
minidody^E-y ^ — ^ Lfc »9 , C H ^ft£r3 — K-T^DNA^jl^ ft P — ^Lt 

>7 ^ V„ & J; U« V L £r — Ki~ ^ DNA 1 0 ^ l=r ^E— ^ — (DT^^^^-M- 
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z> —Mfo&jfm-r % 0 tut, frf-*?*!) t/?&m^x:v H $3£m L <DFR<p(Dmmts: 

T 5 y i££rCysfc:feg|-f5 fc, PatftO^IW^^^^ -Y KJte-^fc «t <9dsFv£PM 

(2) fc hitm$ 

(cdr) j^o-r-<-c<©<si^ (sn*>, stf^i^sru^^^i/-^!?- 

t h-ftSifcfr©f^3Kfe^ LT}* N $I£fc£*H#fFll5, 225, 539-§\ ^5, 585, 089-§\ 
05, 693, 761-^*5 «fc t>*fg5, 693, 762#tflB*fe§ *L S^Ffefc 5 V^-ttb £ *Bgfc3E 

bfc^t, fiFfefCt «9 SSbDNAV— ^^^1^-— (M : Applied Biosystems£t$^) 

$ SWtWffil&te&iDffifcWffilT*--*^*-* [Mx.tf> Kabat database (Kabat 
r Sequences of Proteins of Immunological Interest! , US Department of 
Heal~th and Human Services, Public Health Service, NIHfH, ||5|tS, 1991 # 

t h KlLit^^- :7°I:}o<£^fc hHit^^- ^Ilfc b< ttlll (Kabat 

ib, 1991 (±5fe) £r#J®) ] (DCDR^- K^J^Sr, ^>££*LfcMffiCDR£r=* — K"f 

5 tsa^j-eii l fcJ^sia^j u sMSia^u ^2o~4oi«fi^ ^ 9 ^ 
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? << XXf>*7 4 sf— bfcX V) s t h^^(DFRtm(Dm%W]^}U^l^ 

(Dcm^m-r £ V H *5 X t*V L «r = — Ki" 5 DNA J; 9 ms£ a> 
•o^)^^#,(DnifLiii#iaS5feCDR^rt h & 5fcv H £> J; t)?V L Mii, pcr^ 

^f»IS ¥5-227970^^ ^WB*(Z)^^CDR#te^^^ff £>*L5„ r©J;5t 
t^A-rSi ttcij; 9, t > ftfeift: 1 5 IMS 5 V Mi h 7 y ^ v 5 x = y ^ 

t Mtdftffck^;* ^feifr^lRl^^jtfK^-X^^lfe^ffiV^TscFv, scFv-Fc, 
minibody, dsFv, Fvft fJClgfe^fS - t 1$X*% , t!^ ft^tr — ^ — £ M V > £ ^ 

(3) t h^M^Wltl^fflV^^^t: h^(DftM 

rtHtt^^n^y^ (l g ) m^Z; J y ? T V V (KO) Lfc^fc MM.®^ 
^fflV^T m A b fc T> ^ ^ > F*g H t4-^ ^ ^ I gitfe^ <Sr ii S <£> KOfeff &r ffi V > X 



WO 2005/094881 



PCT/JP2005/006576 



36 



?Fffi$k4kl^tc^?t7X t SrSSi3L'r#btLfck htt&m&TVX (Immunol. Today, 
17: 391-397, 1996^r#^) ^ffl^tf^g^^fct h^; ^P-f ;^#:©V^< 
o^riifiJcRS^gfcp&Klfct) > g^1:'(Dii5Kt Mgt b^f* (HAHA) ©14 

5 -^CD^ Abgenix%h [j&i5n£ : XenoMouse (Nat. Genet., 15: 146-156, 1997; 
^mWWM5, 939, 598-^£r#f$) ] ^Medarex^t [fSbh£ : Hu-Mab Mouse (Nat. 
Biotechnol., 14: 845-851, 1996; ^H#fF||5, 545, 806-£H££r^F§) ] 
Al^feft: (YAC) -<^ — SrJlV^T «fc «9A£&k Mgjt^Sr^A bfcTg-^ t> 

— K-f £ r. £ jz: £ V) ^(D^m&&MMl^X\s^&fctb^ Z:<D££klS:H&&1fil. 5Mb 
(14#^fe#r) N K L|ftfl5*&2Mb (2#^-fe#:) s X L«Sj|&lMb (22#|fefe{£) 

A-<^— (T^-X^ K> =*^5 K„ BAC N YAC#) mffA'srffi'fcDNAriifi^^Ckb 
~^Hkb-efe«9, ^ ^^^LfcDNA$rS*f#P^aAi-^^5fe<^ h7^^ 
= s> ^i&«&f^5Sft^-^H:^ft©gjtAW:ffll8l"ea>oyt 0 

Tomizukafe (Nat. Genet., 16: 133-143, 1997) fl, IgSSfcT-^rfe^rfS k h 
20 IfefefrOg^llWf (hCF) ^v^tiALt A (TC) ^^^) , ^ 

♦ 
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TC-^X^ (TC(hCF14)) *5j:tJ«t h2#^fe#:©fK-Sr ^^510-^57^^^ 

5 (TC(hCF2)) £r jfif^-t 3 0 SfifeJJij; !9rtEgttH0ate^33J;t5K L**^?-SrK0 
£*ifc^#;* (KO (IgH) 3o J; XMO (Ig k ) ) Srflagll^ rfr £>45^<D3sIE§r,# 19 M 

— ^\ HUlSHu-Mab Moused k L#IiSfK^?-(D^50 0 /o^'atP^^ bT^^^^^^^ 

Sj^^t4^^+5>-efe§) N _B.oYA(X^^ — (IgK-YAC) ^ J; 19 
TC(hCF14)-^l>^ ^Hu-Mab Mouse t ^r^IB LThCF14 1 Ig k -YAC t &&^Z.i&W-f~ 

25 -^(Dif>t^#AL^^:TC-^^^ (TC(hCF22)) Srfl^U ^ tl, t JifE^^Vl^TC/KO-^ 
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Hmi&fcf-Mk xL.m&fc*M t bAxiM (hao ttmm^x^ry 

^jNBjam#A*t"5i tfc£ £ (Nat. Biotechnol. , 18: 1086- 

1090, 2000) 0 

RTtfet?fe5 Nat. Biotechnol., 20: 889-894, 2002#fl8) 0 #£>3t5 

* 

77^^^Wt hftfry^ 3/7 y -©f I^fet Ltfi, Will & 
t bte, g3 P> g 6p~g9pc^=t— h&&'R<D^TM*k<DW&St&9ik bTi^ 
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$ ^tl^sett gf ^gy n - h s & St £ & 577- S?*^ 

sMfcWft'*^' ^"-^ bTft, Holt?? (Curar. Opin. Biotechnol. , 11: 445-449, 
2000) mflBfc&axS ^©^M^^ttSo #!l;=tfcK> PCES1 (J. Biol. Chem. , 274: 
5 18218-18230, 1999#J#J fi N 1O077 b^- X * — <Dffl&T\iZ-g3p<D is 

<7>T^-CH3^=2 — K^^DNA, His-ta g> c-myc ta g> T >v-S— Jfelh (TAG) 

7y/^II^f tSTcJIf i^iAtS ^g3 P 3- bSe9t±»J:FabSrai^i-S^. 

0 T>-^— ^^^^fc^V^2151^^ifr^^$ii:^ ^^^ttFab^L^r^m^-r^o 

scFvMS?/^^? LTtt, M&ffpHENl (J. Mol. Biol., 

222: 581-597, 1991) |W^|l5„ 

—75-, ^-7 7^Htil, Mx.f^M13-K07, VCSM13#^W tbti&o 

?!l*:i£*SrU Witter & 1*1 BfrfciBWc (I^I&St tfCUftO 3§?&£^T, 
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& St JL #fc ft: & « a* L#5 «fc 5 Jc^if >- $ frlfc ~b CO ( Morphosys =j± 
CysDi splay™ ftfflf) ^t#tf btb6 0 

5 ^^y- tm^j 7*7 v — *$&mf b*iz> 0 

t^f^^/^M (non-immunized) 7^^7JJ-^ jEflffct b/^^MT^S 
^^^|B^oTV^^V^IgMi^(DmRNA(D^^±iilJSL7^^(7)^#t-7-^— ^7^T 

^7 y -^u^Ay-ev^o ft*^toib-r«, cATtt<D7^r^7 y — a. Moi. 

Biol., 222: 581-597, 1991; Nat. Biotechnol. , 14: 309-314, 1996 # fig) „ 
MRC%t<D94 7*7 V — (Annu. Rev. Immunol. , 12: 433-455, 1994#f$) „ Dyax 
.5 %t<D 9 ^ 7* 9 V ^ (J. Biol. Chem. , 1999 ( ±j&) ; Proc. Natl. Acad. Sci. 
USA, 14: 7969-7974, 2000#fi8) *$&mft>*lZ> 0 



:o «l1iiW5;scFV^>Fab?Srjg^ , t"SV H *5 J:U«v L 3HS J F-Oj|a^^fc»**x*9^' y — 

<£>£LTf± N MorphosysttcDHuCAL^^ 7*7 17 — (J. Mol. Biol., 296: 57-86, 
2000#M) % BioInvent%k<D^-f 7*7 V — (Nat. Biotechnol., 18: 852, 2000# 
M) > Crucell1±<75 y 4 7*7 V — (Proc. Natl. Acad. Sci. USA, 92: 3938, 

* 

5 1995; J. Immunol. Methods, 272: 219-233, 2003#fig) Wfi^bf tbfrl% 0 

ftfSt (immunized) 7^7*7 V -IS, ^^jGe #^17 
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f^-Clt!3tt577- S^jfifc (lO^—lO 13 ^ — >>) £ ftifiT©^!^ isjr-V? n — 
>-<Z)^|fjoJ;miijiI^^^^T — v 5 ^: (100~1,000 — SV^ n — >-) 

^5, Mcfcmtt* Mill JfcJRSCSrlSJfrfbLfciatf: «^^r— W^9y- £ 

ft ^<z)^tf4#», *°U7f i/y, $°!)7^ y yi^T 3: H\ ^<D&mm 

fet?^«tV\ Mx.^tf^^~ (^M/7b) TfcTS? >^»3jf35L<fflV^jft, 
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&&mifi$>Z> 0 m^r-^Wttt, BSAjgfSteifo^n y^y^i (1-2 

HI) N Tween^©#ffi?gfi^jSr^-tfPBS (3-5HI) ft ^ =£JlK$JB 5 £ ^T»# 5 G 

p^^mmmwi (phs) &^o^jH/W3;Lv>£<0$R^k&5„ #1^77-^ 

J^tcliS^^tfc}, feSV>«S-S^©315c (Mitl fufELfcCysDisplay™ 
^SrEJlfcU J^©JrfcfWiBi$llj£Sfe (M : ELISA, RIA, FIA^P) ^FACS S V SPR 

V^TfT? - i^T?#5 8 His-tag^c-rayc tag&agA UTSSft fc^ IMAC^£rCc-myc 

n ^ T-if m «fc %®m&mmir% m& ft. b^^° p ^ T — if Srf^ffl $ ii: 
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.5 



:o 



k\z£ Y) S^J^#:^WMi-6r k&X%Z> 0 



eh 



T 



* 



BfflcDfftmftWt LTf4, &ltffi7j<, £3Slft^7j< N !)^/Vfv 
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M^o-if h xf7 y vge^ y ■& y ^©ntffistt^i ; M^ikftf? 

L0 /l/n— fc Ko^^o fcVUr/Vn — ¥ (D^j^'feMft^ ; *°y y/W-<— h 

^^©j&ji^Mfcttfj:, t bi.t|7;P7^y (hsa) % f^M^^h 

* 

7t-\ ^y^7;Wn-;K 7x^f/V7^3-/K 7t Kng^Si> V/UfVt^ 
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jzfe-f - 5 o ehis.^ t> ^^L^s \t s nm N & 25 in «fc *> m ft « # s > ^9 x. w: 

5 » lftV^100M4%-Cfc3 o 

^ v?;v7;v 3 — ^op^y — /v, 7x/ — /vft , 4$3Hb$!l ( -M : % 

L0 fcl-hV&J*, ^V^V>, D-^^-b— 71^, D-y/Hf h*— /W, :/K£f£ft£f) 

^^!)p-/H) ftiff^fi?, «fe3VMm^3 ~ «Hd£ ^®^£;^;5 0 



—;vm) mo'&m&m^x % &\,\ mim*. ^stjstt, mutt* z/?*u 

a^iryM/— (SAVANT|±) Srfflv>S^feftif^s^tf ^n^o l**§tt*feSrff 
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20 



-So 

-C% tif?LWj#J (#H^«\ tK 7^K k^^ frs^ 

-<^> iM-fti*) O^T, lift, UlSft, tt^rt, teF^ig 

T <£> jfo. ^ GLP- 1 £ ^MM^it & T&fo t~ S 7fc »C 1 0 ~ 1 OOfg * (D feiGLP- lgtffctfS j& 

^f^^io~ioo i ug/kg#:«m^^i|iIfcfc«9^i-n«J:v\ rcD*^ M^ifi 

4 



£<9J£;<, ^Jiil lHlfcfc DO. Ug-lOmg/kgmS, £?£b< m*i g~lmg/kgfl 

0^ b< tt, *l§PJwjfc^^ttB^#^iJ^^?Ltt^^tS#bfc^(Drt!l|t4y 
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t^©jfiL**fi?0>*&2f&£Ui, «t t> 0* b < ii#*j5j&&±, Wfclfr* b< f»10f§ 

&>s 0 

^ m <d j&. * ^ N _hi a <d m r> mwm\ (D^miftftx* & s wive <d j^m 

tlV* it «I £iirSi£^£t9, ^ y #V K©S^frM4fH8if^ 

Im-IMfS^ ftBtge&i: LTf*, Mifitli («& y ^ K : GLP-1, # 
Asish^ls* PACAP, VIP, ^f>-v^y>\ ^-fe/l^y>\ ^-fer/l^y <5 4 
^) , IBtilE (g^y^fyK: \s-?<?Z/^ Tfj-tf^t^l/^ 6PR7/GPR8 y ^ 
K (NPW) , MSHfcif) % m^jlm !l ^fy K : ^H) ^if) m ; W" tX'Wm. 

y >\ TKi//^^ay ^) N Mihizm m&) V if> K : amp, bnp, 

■ 

K:^^y>. vip* ^) N r.^y^^—m mm v k : LH-RHte if) m ; 
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GM-csF&if) Mififii^fy, ?L#^ (gRWy^f^K : 

LH-RH&if) N ^tK©Wytt<(»^> (tM^y^^K: 

>\ ^f^-7xny, TNF, IL-2, M-CSF, GM-CSFft if) ^;iM^SiLTit 

09 & fi^jfiLjg (^y^f>-K:EPO, GM-CSF&if) f ; ttit M 

^i#M*# cm^y k : anf\ bnp, cnp& if) m ; - m&^F^&t b 

^ K : VIP&if) ^ ; }$M^±k Ltlt, Mx.f«S*/^>-^-^^^'|4ig#ft 
^ (TSf*tt/hAS) . TurnerSf^S^ Prader-Willi^f^ &y^>K:g 

ff#©^S»lJ^J^# (^y^f^K : GM-CSF&if) «5W£>*L5 0 

*^lffl#^*5V>TT ^ /^^ift^tSi^, IUPAC- IUB Comraision 
on Biochemical Nomenclature^ «k § PI§-^fe § V >f£ hUS^IH^ ^ -5'RfflB§-^-^ 

PAM : 7i^;P7ir^5; K^^/W 

BHA :^yyt KU^T^y 

Boc : t-^9Vt^^^;ft/P/Fc-/]/ 

Cl-Z : 2-^ n n -^<y ^t^r^^^^^ 

Br-Z : 2-:7*P^--<>-i^;t-^>7J/^-/^ 

Bzl : ~<Z/i//V 

OBzl : ^ >- vvl^n tvp- 

Tos : p— Y ;V3u^/^}V*fo=-;\s 

HOBt : l-^^y h !J7y v ;V 

DCC : N, N' - v> ^ D ^ ^ ^ ^ K 

Gly : ^y l/y 
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Ala 


: 77-^ 


Val 


: V >- 


Leu 




He 




Ser 


: ± ]) 1/ 


Thr 

■ 


: ^ UJr—l/ 


Cys 




Met 




Glu 


: ?>v& s; 


Asp 




Lys 


: JJ 


Arg 


: TA^—^ 


His 


: fc-X^-v*;/ 


Phe 




rp 

Tyr 


: rpy^ 


Trp 




Pro 


: ypyy 


Asn 




Gin 


: ?>V9 % 1/ 



T? &> o £rfsr RS^-T 3 % (D t? W: & V \ 

#3zt!^^ifeM^#6>tLfc.^PACAPfei:f«^N-f k*— 1990^3^ 

s 

xmMWM^m^m m^mm^-t^?— (ipod) ; t 305-8566 ^iio 
< j^mmi-i-i 4>*06] ^^:^T^Sl^#•^T^fe^tb-cv^So 
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PA-1N : FERM BP-2811 
PA-3N : FERM BP-2812 
PA-5N : FERM BP-2813 
5 PA-6N : FERM BP-2814 

PA-2C : FERM BP-2815 
PA-1C : FERM BP-2816 

mm^com^^Hnr^m PA-iN»^M#fen&^f£»PA-iNr a ) 

LO "T?^fBL-CV^ 0 

£fc> ^GLP-l^^fn^#GLIT2-329(l)24&jg£^5^N>f:/y R— v (GLIT2- 
329(1)24) J± N 2005^3 JU7 0 IPOD (_Bfc) ^g^#-^-FERM ABP~10297£r 



L5 1 

( 1 ) PACAP38NH 2 (D&ffc 

-fcm&p-pi ^si/Bmmm (t^^^y /-w * * *r j» x %tw i.o4 g 

(0. 5mmole) £r/BV\ K^ffil (T:/9>f K /Mt^fAXftgtT 

7U-430A) Sr^ffl LTPACAP38NH 2 (BB?U#-§- : 1) Sr-g-J&bfco 
JO tl]©7 5; 7 Sft^- Boc-Lys (Cl-Z) ^HOBt/DCCt?^^b U fitJJg^Jjg-^ Lfc^ N 

mm ±<DBocm& 5o%- b v -y/u^-vm^/mk* f^ytMu r 5 ys^rjg 

$t£^> rcr^/Si:, Boc-Asn, Boc-Lys (Cl-Z) , Boc-Val, Boc-Arg(Tos) , 
Boc-Gln, Boc-Tyr (Br-Z) , Boc-Gly, Boc-Leu, Boc-Ala, Boc-Met, Boc-Ser (Brzl) , 
Boc-Asp(OBzl), Boc-Thr(Bzl), Boc-Phe, Boc-Ile, Boc-His (Tos) SrPACAP38INH, 

4-4 

!5 <D T 5 / ME^il t> s Jill t-HOBt/DCC-e^tt^ L4t b fc 0 $ P> KlDCC fez fct 
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tt&*Sjs|fcT?T-fc^vWb U f*^PACAP38NH 2 42g$r#fc D 
- (Df*flPACAP38NH 2 mmo. 51g£rp-^ U^—/U0. Sg^^TM^ V toKSfSmll? 

2Htf5fc?#-bfe:# s ^StSr50JS-^gfe7K6ml-Cttffib^:o ^SS^Sritafe U 50%-g^It7K 
5 5ml-e^if-bfc 0 gfe^Sr^U 2 ~ 3ml (^J±?#!iU t77"r ! 5'^^ LH-20 

(2X90cm) ©j&?AfcfifU 50%-@^^-e^fflbfc o ^SH^Sr^flJ&^JBEW*© 
^> ^®#f£r> 0. 1%- MJ 7/^ni-^7Kl00mlfc^?b. YMC-ODS AM120 S-50#t 



20 



25 



1*7^ (1. 6X7cm) Mfab. 0. 1%- by S^SItK t h — h V )V 

(0. l%- h y 7/^nB^gfe#^r) ©MT?<0|i[j|ftS[**4gE*T?^liJ bfc 0 

10 aEOTl^^U iffCl^^b, 60mg<£>6fi*fr;fc£:#fc o £ tl&O. 05M-g^T is 

T7K20ml(C^?b N CM-t/W7T4 ^(DmBftV^ (IX 6cm) ^#b, 
0. 05Md>& 1. 0M-@^T ^^E-^TTkOifiDlftSIfllft^E-e^ffi b7c c ^pj^^^ U 
SJS YMC-ODS 7J 9 J* (2. 6 X 7cm) fc# b, 0~40%^ ~C(DT± b~ h V /V7K?&SE 

(0. 1%- h y ©iijj|SI*aP4gBB^ttiSrffV^, MJ;w 

15 28~30%O®^Sr^fe«>aGfe<6*|b^ 6"fet&*2l. 6mg£r#fc 0 



7^7 



ft 



m 



Asp 2.90 (3), Thr 0.84 (1), Ser 2.10 (3), Glu 2.21 (2), Gly 2.00 (2) 

Ala 3.29 (3), Val 3.19 (3), Met 1.01 (1), He 0.87 (1), Leu 2.09 (2) 

Tyr 3.94 (4), Phe 0.92 (1), Lys 7.18 (7), His 0.96 (1), Arg 4.19 (4) 
AftVr^ «fc 5 (M+H) + : 4530 

* 

HPLC^ffiB#M : 19. 6 ft 

: YMC-ODS (AM-301, S-5 120A) 

} MWm : kWL (o. i%- h y 7 v^nSSfcic) 

bs£ (o. i%- 1> y 7;^pittfTt h ~ b y /w) 

A^^^Br^it^M^S^JiB^fcfcS (50#) 
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: 1. Oml/^- 
(2) PACAP27NH 2 (D&J$ 

Tftm(Dp-st ^/VBHhffim K * *S * T J* X 1.04g 

(0. 5mraole) £JBl\ ^=f- K^^fe^ (77°7^ K tv'^TAXftl^f 
5 /l^430A) ^rf^ffl LTPACAP27NE, (IB^J#-^ : 2) £^J$Lfc 0 

ftl0O7 5 7l, Boc-Leu^HOBt/DCCT^tt^U fl^MLtf, «_h 
<DBoc^£r50%- f U ~7 /V-^n^m./Mit? 1 - fkyT«L, T 5 7 S^iSflf 
-©7 5 / It, Boc-Lys (Cl-Z) , Boc-Val, Boc-Arg (Tos) , Boc-Gln, Boc- 
Tyr(Br-Z), Boc-Gly, Boc-Leu, Boc-Ala, Boc-Met, Boc-Ser (Bzl) , Boc- 
10 Asp(OBzl), Boc-Thr(Bzl), Boc-Phe, Boc-Ile, Boc-His (Tos) £r PACAP27NE, (D T 
K / glgfi^Jii "9 > HI tHOBt/DCC-e^tt^ Llf^ b fc Q £ £> (ClDCCf; fc teHOBt/DCC 

X*m®i4k LfclH CT ^ /tiif$:t*IISMIr U7hfI N 7fc50£<Z)T 5 / Steele 

0^-eT1?fVWbU f*flPACAP27NH 2 Wh2. 31g£r#fc 0 

w <?M£^PACAP27NH 2 mmo. 79g£rp-^ l/^— /H. 2g^T M?K 7 7 it,7Km 10ml 

L5 -eo°C, 60^F^3Sbfcil, 7 WbTKlIt £r^OT* U nm*^^— 7VV5ml 
-C2HI^#-b7cift. ^SSr50%-^7K5ml-ettfflbfc o ^#3£r?j|*U 50%-gt^ 
7j<5mlT$fci#-Lfc 0 jftfflu i»£r^U 2~3mlK:fl&£$M?g U -fe7777^7LH- 
20 (2 X 75cm) ©77 7Ai^L, 50%-gtg$T^ffi bfc 0 ±gM53^i*«ffig* 
<7)fJK ^@#j£r N 0. 1%- MJ ^/^altg^KlOOralt^lb, YMC-0DS AM120 S-50 

20 Mm$> 7 J* (2. 6 X 7cm) left L, 0. 1%- h ]) 7 7^^T P @^7.R £ 50%-T-fe h — h ]) 

t 

;v (o. i»-hy7;^niitt) <o mx <Dumsm&m^m\^ i>tc 0 ^.mm 

IMYMC-0DS7J =7 (2.6X7cm) t# U 15~35%^ t'©7 -fe h =- h V 

(o. i%- h y 7;w^-PSi^f) <7>E«?ajg^gB?§m£fTV\ m v 

!5 20mlt^fifL, CM-±;Uti 7 r 4 >-(Dmmt> 7 J* (IX 6cm) fd#L, 7j</^£> 

o. 3ZM-mmTis^~T7k(DmB$LMi£'£\mx*mitiLtc 0 ^s®^ (o. is- 
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0.22M) Sr^LTl^iL, 6&fe v *20mg£#7c o 

r 5 / m##f fit : 

Asp 1.96 (2), Thr 0.94 (1), Ser 2.57 (3), Glu 1.07 (1), Gly 0.95 (1) 

Ala 3.00 (3), Val 1.96 (2), Met 0.88 (1), He 0.88 (1), Leu 1.93 (2) 

Tyr 2.87 (3), Phe 0.90 (1), Lys 2.91 (3), His 0.94 (1), Arg 2.17 (2) 

Mr^^T^ «fc 5 (M+H) + : 3146. 7 

HPLC^ffiH#Rg : 21. 2ft 

: 

: YMC-ODS (AM-301, S-5 120A) 

mmwt : km (o. i%- h y ^/i^nij^zk) 

B#e (o. i%- h y b - h y /i/) 

^ibv\ A^^feB^miismi^^iB^m (503» 

?M : 1. Oml/# 
(3) PACAP (14-38) NH 2 (Z)^^ 

^m<Dv- ^ ^^mkmm (t?°94p ^-r ^v-x^^x^^) i.04 g 

(0. 5mraole) £rfflV\ Kl^J&ttl (77°7-f K Jri/^T ^X^tM^?* 

/W30A) ^/BbTPACAP (14-38) NH 2 (IB^J#-§- : 3) &r^)$Lfc 0 

MtBCDT 5 7 Sfe % Boc-Lys (CL-Z) £HOBt/DCCT*?£t£{t; U «JJJg^3t^ Lfc^ 

If £ , :©7?;l(^ Boc-Asn, Boc-Lys (Cl-Z) , Boc-Val, Boc-Arg (Tos) , 
Boc-Gln, Boc-Tyr (Br-Z) , Boc-Gly, Boc-Leu, Boc-Ala, Boc-Met & PACAP(14- 

38) nh 2 <dt ^ / mmwrn v , m^mtmc-v^mt bfc„ $ e> ^dcc^ t- 

ySfi^TkS^-eTir^/W^b, f^flPACAP (14-38) NH 2 #J?|2. 00g^#fd o ^(D% 
UPACAP (14-38) NH 2 mBO. 48g£rp- 7 U y* — /M). 48gib#TM7j< 7 $> {b7K*5ml t? 
0°C, 60^|ffl«iaU^:^ % ^^b'Klf^M'irU ^S^xf/n- ^A-SmlT 
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2HM£b;/fcgU ^^^50%-It^7K5mlT^tULfc o ^#^£3Si*U 50%-It^7X 
5mlT??Sfcif-Lfc 0 gfe^l^U 2~3ml^EE3ftltU t77T y LH- 

20 (2 X 75cm) (D^7 7 A fctt U 50%-^T5l§m bfc 0 ±SM^I:ifc)iflEg4(D 
f^, 0. 1%- h y 7/^C2i^7j<100mlfc^f U YMC-ODS AM120 S-50W 

m# 7 ^ (2. 6 X 7cra) t^frf U 0. 1%- h y 7/Pytv f^zk ^ 30%-Ti? h — h y yl^ 

(o. i%- h y 7;^nSKtt) oW-e^E^fll^Ba-e^tiiUfcio 
r 5: j m.9?m% : 

Asp 1.01 (1), Glu 2. 0l ' (2), Gly 1.00 (1), Ala 3.01 (3), Val 2.85 (3) 
Met 0.86 (1), Leu 2.08 (2), Tyr 1.98 (2), Lys 6.37 (7), Arg 3.24 (3) 
£3 (M+H) + : 3003.6 

HPLC^mB^K : 13. 1^- 

7^7^^^ 

7J7^ : YMC-ODS (AM-301, S-5 120A) 

: Mfc (0. l%- h y 7;v^ru%W^7K) 

Bm (0. 1%- h y -7;V^rn^m^T^ b^hjj/l/) 
£rJBV\ A»^6>B^—ii:asaS^)IB^m (255» 
: 1. Oml/^ 
(4) PACAP(l-13)OH<D-^J5£ 
rff|g(DBoc-Tyr(Br-Z)-0CH 2 -PAM#^ (T 7° 7 4 K ^ ^ ^ X|±M) 

0. 87g (0. 5mmole) &fflV\ ^7°^ K^$o}H (T7°74 K ^ X ^ ^ X|±®i 

^•TVl-430A) £{££1 LTPACAP(1-13)0H (gfi^I#-^ : 4) £^J$Lfc 0 

#fJ3gi:<£>Boc*£:50%- b y 7;Vtnfti/S{^fkyt«L, T 5: ;M 
iliif £i£fcf£, i©7^/lt, Boc-Arg(Tos), Boc-Tyr (Br-Z) , Boc-Gly, Boc- 
Ser(Bzl), Boc-Asp (OBzl) , Boc-Thr (Bzl) , Boc-Phe, Boc-Ile, Boc-His (Tos) 
PACAP (1-13) OHO T 5: J fftlB^lJii <9 > |II^H0Bt/DCCT^'|4^ \M<& bfc 0 
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DCCi; fcteHOBt/DCCT*?£'I£'fb bfdl^ C7^y @fc^#Tf?J?fi&-££r Lfci^ 
j^(7)T =• /Ste^Jcgl^^Tir^VWkU f*flPACAP(l-13)0H 2 -PAMtfH|l. 86g£ 

#fCo 

^ ^affliO. 70g£rp-^ /M). 81g*#Tii7j<y ^TkPlf lOmlWC, 605>Ph1 

3@l^§r50%-^7j<5ml-ettmbfc o ^#>£«*U 50%-^7j<5ml-t?^#-L 
/t 0 ^Slf&L, 2~3ml^^idE^ft^ib, ± 7 r f V 9 ^LH-20 (2 X 75cm) 

0. 1%- h y ^/V^-ngtSt7icl00mlfCl^|L, YMC-ODS AM120 S-50^|^7 7^> (2.6 
X 7cm) L, 0. 1%- h y -7/U$-tim®k7k t 33%-T-fe h^Ml/V (0. 1%- h!J7 

Asp 2.00 (2), Thr 0.93 (1), Ser 2.43 (3), Glu 1.05 (l), Gly 1.00 (1) 

Tyar 1.82 (2), Phe 1.02 (l), His 1.13 (1), Arg 1.12 (1) 

f i^lft i5 (M+H) + : 1547. 5 

HPLC^ttSB#P^ : 12. 3ft 

*7^# : 

Jj^J*: YMC-ODS (AM-301, S-5 120A) 
'MMW : A$? (0. 1%- h y 7/V^nItSt7k) 

Bfrl (0. 1%- h y ^/i^^-nltft-a^T-fe h~hVsi") 
£rfflV\ A^^^B^EHMfjiS^Jia^tfcl (25^) 
^fcM : 1. 0ml /ft 
(5) PACAP(4-27)0H<D^j$ 

7|iig(DBoc-Leu-0CH 2 -PAM#(^| (77°7-f K 3r *S X =r & X%h§g) 0. 60g 

(0. 5mmole) £r/BV\ -<y°=f- Y^^M (77 7^ K ^v^^ AXftl^f 
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/W30A) &i&m LTPACAP(4-27)0H (iB^i## : 5) £ri^£Lfc 0 

jffiff^fcl^ r©7^/lt, Boc-Lys (Cl-Z) , Boc-Val, Boc-Arg(Tos) , Boc- 
Gln, Boc-Tyr (Br-Z) , Boc-Gly, Boc-Leu, Boc-Ala, Boc-Met, Boc-Ser (Bzl) , 
5 Boc-Asp(OBzl), Boc-Thr(Bzl), Boc-Phe, Boc-Ile^rPACAP (4-27) 0R(DT 5 J H^SB 

-fe^/Wk U f£ff PACAP (4-27) 0CH 2 -PAMfjfflBl. 08g£#fc o 

^ (D{£^PACAP(4-27)0CH 2 -PAM#fJ!t0. 29g£p-y — /M). 49g*#T^7K^ y 



50%-ItSt7K5ml-e^#-bfc o tt%> mm&^V, 2-3ml\cU}±mm^, t7/f 

(2 X 75 cm) (7)^7 7 A td# U 50%-gtMt?^ffi Lfc 0 ^M^HItf? 
MEE^*(D# N $sW#>£^ 0. 1%- h V |^7j< 100ml YMC-0DS 

15 AM120 S-50$j-fl!# 7^ (2. 6 X 7cm) ^# W 15%-Tir (0. 1%- hV ~7 

;vJr n ffim<£j%) 1 50%-T ir h - h V ^ (0. l%- f V ~7jVs»r n itlt^^) <D m "t? 
©it^M^^ET^m bfc 0 £g|®#Sr-£ LTM^i U &-fe^33mg£r# 
fc 0 ^;?x£r0. 05M-I^T^- : e-T7jc20ml^^|b, CM-fe;l/n7 7^ X©f ||^7 
(lX6cm) Tk^feO. 03M-lWtT^^E-^T7K(Dil:^Mi5ftit^)IB-e^tt} 

20 Lfc 0 ^M®^ (0.18—0. 22M) ^LTM^iL, e-fe^33mg^#fc 0 

Asp 1.02 (1), Thr 0.98 (l), Ser 1.78 (2), Glu 1.07 (1), Gly 1.02 (1) 

Ala 3.04 (3), Val 1.89 (2), Met 0.81 (1), He 0.89 (1), Leu 2.00 (2) 

Tyr 2.91 (3), Phe 0.90 (1), Lys 2.89 (3), Arg 2.20 (2) 
15 ffjr^ff ^ X & (M+H) + : 2808. 5 
HPLC^tUB#p H 1 : 14. 5ft 
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# 7 A : YMC-ODS (AM-301, S-5 120A) 

mnm Am (o. i%- b v ^/^umm7k) 

BWt (o. l%- h V 7 ■AoJ-ngfcifc-^fT-fe V =- h V jV) 

5 &m\s\ as^ 6Bt©Eiais^iiaiHi (35^) 

ffiiM : 1. Oml/5> 
(6) PACAP(31-38)NH 2 

i$ Wl (D v- * *3-^mkWm (T ~7° *7 4 K /^tv'XrAXIfi) o. 98 g 

(0. 5mmole) K-^fifcttl (7 7 7-f K /^t^T^XIi^f 

10 7M30A) ^rSffl LTPACAP (31-38) NH 2 (BB#[#-§- : 6) £r^J$Lfc 0 

St^^T^y^, Boc-Lys (Cl-Z) &HOBt/T)CC^f&Ms U ^JUMH^ Lfc# N 

JjfJg_h<0Boc36£:5<W&- h y 7;^t2^H/jif^ ^i^-C&JgL, T 3: 

PSt^i^ r©7? 7S(C, Boc-Asn, Boc-Lys (Cl-Z) , Boc-Val, Boc-Arg (Tos) , 
Boc-Gln, Boc-Tyr(Br-Z) £rPACAP(31-38)NH 2 07^/ ifeBB^Jii 0 s M^HOBt/DCC 
L5 -CStt^ L^f^ L 1t 0 &h f^HOBt/DCC-CStt^ L |U C T $ / 

PACAP (31-38) m 2 MB2. 00gSr#fc o 

i^MlPACAP (31-38) NH 2 «0. 43g£p-^ Uy*—/U0. 6g*#T3£7k:7 yi\l7^m 

5mi-eo°c, eo^mmm^m, ^^xiff^ra^u asirxf^x-f/v 

>0 5ml-e2|H^f#-bfcf^, aS^50%-It^7ic5ml-etttBbfc: o ^|£Jfe&£$fc*U 50%- 

« 

XLH-20 (2 X 75cm) ©y&^^rf^b N 50%-@^^T^/±i bfc Q ^Mj^lfc^JE 
Wic^fJ^ ^@$J<£^ 0. 1%- h U ^/P-^-ngtl^TKlOOml^^f U YMC-0DS AM120 
S-50^|^7 ^ A (2. 6 X 7cm) fcfa U 0. 1%- h ]) ^/l^ n g^gfezK ^ 33%-Ti? f - 

:5 h y /i^ (o. i%- h y (Dmx*<DW:mmm&*)mx*mm ltc 0 ± 

Wmft£& LtS^iftb e-fe^*45mg^#fd 0 
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Asp 1.02 (1), Glu 1.05 (1), Val 1.00 (l), Tyr 0.90 (1), Lys 2.98 (3) 
Arg 1. 12 (1) 
MAfrtiflZL&Z (M+H) + : 1062.7 
5 HPLC^HjB#^ : 11. 6^ 

: YMC-ODS (AM-301, S-5 120A) 
&A£& : tifc (0. 156— h V 7;^aSi*) 

B1& (0. 1%- h V ^/l^nfj^-g-^f b ~ h ]) ;V) 

io hm^ibA-B (4:1) m&^m^mmmmmm (20^0 

: 1. Oml/^ 



Hi£#i! l 

( 1 ) PACAP38NH 2 Sr-a ^^fe^J^(Df^M 
L5 _h|B##M 1 ( 1 ) -e# btbfcPACAP38NH 2 £ o ^ y ^ (BTG) £ (D 

^I-^f^Sr-f^Mb. ^SJ^irbfdo Hp-fe N PACAP38NH 2 2. 8mg£BTG 8. 4mg t &lml<D 
0. 1M- y yiltS (pH6. 9) £ &1fetem.&0. 04% £ ft 3 «£ 5 ^ 

?0 (2) PACAP38NH 2 -BTGlt^#:(Z)^S 

6~8M#OBALB/ClfLf^t>^t_hfE (1) T?# fetlfc;&;gjl(PACAP38NH 2 -BTGif 
#:80^g/|2CSf^^^n-r >- hT^a^y h ^ t <M-j£T:&^ Lfc„ J^fl4M^*3 

* 

!5 *J&M 2 

(1) M#]7i^fcVN 0 — ^i/^— if (HRP) ^B&fbPACAP38NH 2 <£>f£SJl 
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_hfE#5f $1 1 ( 1 ) 7?# b tLfcPACAP38NH 2 h HRP £: ^Igfii b, WB^MMfe 
(EIA) (Z)^fi#:^ bfc D gp%, PACAP38NE, 180nmol Sr500 w 1^0. 1M- V ^Wlfggffi 
(pH6. 8) ^?§$?£i3r, GMBS 450nmol $r^tfDMF^-R50 1 1 U ^S7C30 
^•K^^i^fCo EJfei, ±7r^>^:*G-15;ft^7:^tIf£rfTl\ ^Wf 5: 
5 (D^A&frlfctfy ^77°^- Kl00nraol£#/c: o — ^\ HRP 7. 9mg (200nmol) £0. 15M 
cD^i£^-a tfO. 02M- y ^g^MW?-^ (pH6. 8) 0. 95ml [N-7> 7 ^- $ 

vVt-3- (2- fc° y 5 vvPv^^r/u t:°^ — h] (SPDP) 1. 54mg (4.9^01) 
■^tf DMF?t^50 w 1 tm-Sl^ &m.X~40ftm&.!fo&1tfco RJfclk, h 
~/V-8. 2mg (53/zmol) Sr^tpO. llf-BtHftMftft (pH4. 5) 0. 33ml^r^Px., ^i&T?20 

§ff6mg (lOOnmol) <Sr#fc 0 Wf 5; KX^APACAP38NH 2 lOOnmol <>r SHl 

AHRP 100nmol£:£r$S-£U 4°C, 16B#ral£OS £ ^7c 0 KJfeft b * y^AcA44 

(LKB-7 7^y-7ttS) *7A-e5>®b N HRP^B8WfcPACAP38NH 2 £r#fc 0 

(2) ^**£yU&^©^WZ>$fflfe 

#Cf£ (igGpitfh # s^MhfS) Sr 100 tf g/ml-g-tpo. lM-^lteHMSfffi (pH9. 6) 

§r96!7^/W^ ^ p/i/- MdOO/i lfoMt, 4°C7?24B#r^*icff bfc 0 
20 -7^ — ^ (WPPfLHtttM) ^tPPBS£r300MlTo^?£U 4 < C"CdJ>&< i: fe24H# 

a^;V\C;< -y~7 T' — E [l6%-7/p y ^oc— ^ 2mg/ml ^Klfitff T A- :/ ^ >" (BSA) s 
0. 4M NaCl, 2raM EDTA*5 J; t^O. 1% NaN 3 t?0. 02M- y >Wtffltfflffi. (pH7. 0) ] 50 
wl^i TJ^ 777 — E7?#$? bfd^r t> ^^PACAP38NH 2 ^Clfaif 50 ju 1 §r^P *.4*C-C16 
25 B#f B 1S^^i±rh 0 V 3rPBST?$5fci£bfc^ ±1311160! 2 (1)7? 

f^#b7tHRPtI^fbPACAP38NH 2 [2mg/ml BSA N 0. 15M NaCltr^tPO. 02M-U ^BM* 



WO 2005/094881 



PCT/JP2005/006576 



60 



ffiffli (pH7.0) y7 T — H) l?200f$#fK] 100/* lSr^P*., ^fi-e6H#ffiKJ& £ 

V^T5^ 0. 02%-ii^b7K*$r-a-tfO. lM-^^^S^flftj^ (pH5. 5) &100//1 
5 492nmtDM£r7° 1/— MJ — (MTP-32, nP^llffl T?jB0Sb/t o 

HJfeM 3 

lo (i) %mm& 



w l<©^ffillSSrfea**67fCO. 25ml Sltlt t (D^rf l^l^f Sf5 riti 

.5 (mem) \z.w&^^, mmmmnmm&mfco mmm^m^^mmtvx, 

BALB/C^- ^ ^ — -^|B^P3 X 63. Ag8. Ul (P3U1) £rffll^c (Curr. 

Topics Microbiol. Immunol., 81: 1, 1978) 0 M M M tt , J^fe (Nature, 
256: 495, 1957) tiCrffofc 0 IP^ N »HiS^ J; 0?P3U1 WufiL?t£r 
^^LfcV>MEM*C3&i5lsi£l^ JPSWBJIft t P3Ul#C(^i:b^^5: UCfcS £ 5 IT, 

jR*6<eCL, 45%-*°Uxf 1/>^U =2-^ (PEG) 6000 ( =2 v aft 7 ^ h£h 
®J) SrO. 3ml*nx., 37°C?&7j<W^l?7^^fWbTl!l!-^^fTofc 0 ffi^ft«^S 
57-2ml<^f'J-^-^MEM§f^n U N ^f T 12mlOMEM^AP^lfcfl600rpm-ei557-rHl3a^ Lt 

0 

:5 }fe$fc2i£) (GIT-10FCS) ^P3Ul^i m i^ V) 2X 10 6 {HI$-&3 «fc 5 t-^jg^^r^ 24!*^ 
A-^^Vv^ (JJ i^nfctjR) tdl^m/Hml-f 0120^7 re/W^JM Lfco ^#flft^ 
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£BJ!££rC0 2 -f is^a.s<— "=K 37°C, 5% C0 2 /95%^:^i(D#H^T-ett^Lfc o 

24B#Ff5#HAT (tTjf^rf-^^^lXlO^M, 7^7 ^ 7 ° - 7^ y >"4 X 10" 7 M, ^v^l.6 
X10~ 3 M) AyfcGIT-10FCSj#±& (HATJ§J&) 1 !7^/1^ «9 lralT o$sAPl-& £ 

5 ?t^rlml^Tfe:m> lmlOHATitift^^p-T 5 i £ ^ J: *) Lfc 0 W ^ U K— 
^<Z)it5S(±, MM^9~14B7?|g&£>*K OfSjlXlO 6 

mm/mi) ±m&w&u m$m%wmvfr 0 

(2) ✓N-r^y r(D^^y— 

PBS-egfe#-Lfc#, _h|H^SfeM2 (1) •Cf^SSib^HRPftlWi'ffe:PACAP38NH 2 [^y7 
r^-H-C200ffiFfJl*3R] 100 /z lSr^JPx., 4°C-ei6Bt^SJ^ £ii:fc 0 h 
SrPBST?^ L^ilfe , H*BJb<0#3lfffittSrJhlBmte^l2 (2) fBiifc^j&M J: «9 

15 _h?# frm^tz-t r. a, 18^ ^/W^Mffi^tobtbfco 

(3) 9v~-dlsjf 

^{£7g-f4^|l§t4£r^ L/Sr !7 ^/V<£> 5 No. 44 N No. 49, No. 97, No. 113<£>#^ 

tfSl.5fl/mlKufc5 <t 5M > MI1640-20FCSfc?£3&&- : g\ 96?tW ^ n :7V— h (j? ^ 
20 ^*t») Ml?^^ «9 0. 2mlfo^ftLfc 0 5 $U 

BALB/C-^ t> ^ OlifrJIfeftllft £r *? =c/l«m t> 5 X 10 5 {H ^ ft § J; 5 ^#R>Lfc 0 ,1£jlMf£ 

^tefflJJ&oif^iSft ^tbS J: 5 fcifc t> , ±T&tp<Dtfifcffi&±mmifoffll 2 ( 2 ) 

BB4fctf>EIAifcfc«fc ^fi^fc^ ^-5>> No. 44<ZV^ :/ y K— ^"e»430^ P — ^tf>28^ 
n — No. 49<Ds^7U K— ^T?f£50^ n — 1^47^ P — ^flV No. 
25 yy K*— ^t?t±50^ a — ^4>49^ n — No. 113<ZV^ ^ y R— ^ -C$3:50 ^ 0 
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Z.flb<D<>7 u — No. 44-2 £ V^htllt? tt — ZsPA.-6N$5&Xfi : £<DM&.1r 

6 * / ^ P — ;Jv^$:PA-6Na, No. 49-3 «fc ?) # ttfc ^ n — ^PA-1N*5 «t tf-t ©I 
&-f5 * y 9 o — ^/^^PA-lNa, No. 97-2 J; <9 # 6> tbfc ^ n — ^PA-2C*5 «fc 

^ n — ^~/^#:PA-2Ca N No. 113-5 J: t) #fetLfc^ n — ^PA-5N*3 

No. 28-12 J; ^o%h^t^9 p — ^PA-ic*3j;t^^r6O0^i-^^E-y ^ n— TvHbfc 

ffcPA-lCa3oJ:rMo. 10-3 «fc «9 #fetL^t^ n—VPA-3N*5<ttJ t -€: 00^-^5 -=E-y ^ n 

io (4) ? u—i'/i'tfLfc&mm 

(BALB/C) ^JifB/W^-y K— ^l~3X10 3 ^/|ZE^r^rtaitLfc^. 6~20 

xf;V75y^f;V (DEAE) — fe/I/n — ^ # 9 ^ K X Y) J ? a — TvHnffc^ffi 
15 Mbfco gn*?PA-lN<DJK7K6mltr^*<^^'^MW^ (3. 5M NaCl, 0. 05% NaN 3 

i? i. 5M- ^ y s/^(pH9. o) ) x*%r®. istcm. -hhfr'c tb^mwmx^mit vtc^ 

ft (0.05% NaN 3 ^i£>0. 1M-^ ^^MHf$£(pH3. 0)) Ti^tti Lfc 0 a±0^f^{d 
<£ 9 28mg<D#JS?tftffc£rt#;fc 0 IH^^L-C, PA-5N<£>jg7K5ral J; V 23mg<£>#^jL#:£ r> 

20 PA-6N©M7X7. 5ml J: K> ^mgCD^MtjCi^^ . 3;fc v PA-lC<Djg7j<14ml J; *9 45mg<7}# 
^f*^#/c 0 — ^\ PA-3N(DSS7X20mHcft,^ J g45%(^fSfp5lt^^^*[IX.T^ 
#ffl, it'L^gf (20, OOOXg, 30^) U ^^®5>^0. 15M(DNaCl£ra tfO. 02M-* 
Vmmntm (pH8) (BBS) t^LT^f ^feKl. 0. OlMONaCl^^tpO. 01M- 
y ^WiB-Wm^-M Lfc c ^ift^IIf^SrDEAE-ir^P-- ^3)7 J* (2.5X 

25 10cm, y y >-*±§|DE-52) Klf^L, NaCl^ftJg O ffH^JlB (0. 01M-0. 35M) 
l00mlT?^mU7ci o ^_h<50^^J: (9 4#^JrCf$:i36mg§r#fc 0 LT, PA-2C 
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PACAP38NH 2 5 # g/ml &#tpO. m~}M%.Wk.W0. (pH9.6) $£$££96 # ^/w^f ^ n 
5 7" V— M^IOOm Ifo^ftt, 4 0 C-e24H#f^^cg:bfc 0 iifEHJfcM 5 T^^fc^ 
m t£ o T , ^ ^ ^PJ 37* n y ^ ^ — ^ X*J&> £ ^PACAP38NH 2 

h ^fiLfco #C&£f^:7°l/— M;iPA-lN, PA-3N, PA-5N, PA-6N, PA-2CJ; 
fc(iPA-lC(Dj##Ji?tlOOM l^P^U ^S.-e3H#r^K^^*fci#, T^7i7^7°? 
4 \?Z/Jf3f-y V (Mouse-Typer™ Sub-Isotyping Kit^^W 5> KftJS) ^ffiV^ 
L0 SELISA^J: oT^ ^^>, ih^^ ^£fS-<fc 0 ^ (Z)|g^:PA-lNa N PA-6Na, PA- 
2Ca£5 £OTA-lCateIgGU /c . PA-5NafiIgG2a N PA-3Na«IgG2b N K -efeofc 0 

HW>I 5 

(i) F(ab' ) 2 mftcomu 

15 PA-6Na^r=i nv^W^y^ (^A^^^^±#) -t?8mg/500 ltd* bfc 
ffe, 0. 1M NaCl^^tfO. lM-ff^MW^^*f-UX^/f bfc 0 f^f^^^^^v-^ 
(v'^ft:, 20^) 0. 4mg ;U 37°C-t?16P#P^S^ £-frfcfJL 0. 1M- V >Wt 
mWifc (pH6. 8) -e^ttf^Ufd^— X12#^A£rJlV^FPLC (:7r/W> 

v'Tft:®*) -eF(ab') 2 M^^*tMbfc 0 ^I^O^fe^ J: i9 N PA-ICa 8.9rag^ 

JO 0.445mgcO-<^v'^^n^, F(ab' ) 2 Ef^£rf§i!A Lfc Q 

■ 

( 2 ) HRPtlfif ^^lPACAP^ / 7 n — ^/^{$:<D^M 

PA-6Na F (ab' ) 2 M 5> [2. 2mg (22nmol) /ml] lmUclGMBS (260nmol) ^fa"tpDMF50 
Ml^r^P^l, ^?E.X405t-K^ £-frfc 0 H^r-R^-fe^T^^^^G^B^^^ (IX 
30cm, ^IlrS, 0. lM-y l/Wimmm (pH6. 7) ) "T^ffiU #f>tL^W5 
!5 <D^A$ttfcF(ab') 2 [l[5>l. 5mg«t, _h|E^JfeM2 ( 1 ) fSgcO^fe^ «fc £ MM £ 
HfcSH^cD^ A £ tL/cHRP5. 5mg t L, = n i^i/^ y ^T^O. 3ml \z. T* 
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(pH6.5) ^rfflV^S h n^/]xAcA34^7 ^ A (10mm <|> X 40mm) (^ftL, F(ab') 2 - 
HRPlS'^friii^^ftMb^io 280nm<b403nm(D^3feS/^e>, F(ab' ) 2 l^^-fcfc ^ 2. 4 
f|l|(DHRP^^A$tlfc^ ^^5g^$t l/ f Co HO^tcD^^ J: K> > PA-ICa F(ab') 2 ® 

5 ^-2. 9mgSr^V^TF(ab') 2 -HRP^t^^:^f^Mb^o £ fcl, PA-2Caft^W^6. 4mg 
(43nmol^l5fSmol»COGMBS^^0^, W ^ RX£r^A?£s lUH^Zfrife^ «t "9 N 
SHg&^A£;h,fcHRP£^/fc£i!\ IgGl^Pfcfc «9 2.4{®(DHRP^i*A$tLfcitlli 



10 MMM 6 4^/ ^ i-/^#:^^;f^-f-§^:^pji(D^frj• 
(l) PA-lNa 

h ^ ^y7r —H-^50f$^#|l^ U /cPA-lNJ#*_b?t50 *5 j; tFPACAP38NH 2 „ 
PACAP27NH 2 „ PACAP (4-27) OH , PACAP (1-13) OH „ PACAP (14-38) NH 2 „ PACAP (31- 
15 38)NH 2 feSV^iVIP (@E^IJ## : 7) <D*y7T*~ ul&MZ.^ ^M"e2H# 
Pe5SJ&£^fc^> _h|B^M2 (1) -e#fett^:HRPgii^PACAP38NH 2 

t— H-eioo{§#$o 4°c-ei6B#r H ls^$*fc 0 SJSfJlPBS-e^^U 

(a) ^^1- 0 PA-lNa^PACAP38NH 2 N PACAP27NH 2 % PACAP (1-13) OH, PACAP (4- 
20 27)OHi:Ki^b N PACAP (14-38) NH 2> PACAP (3 1-38) NH 2 b&jfc^-T, VlP^t 
KJ^ U&V^ £ fb (3g^^Jfc'I*0. P/oJ^T (*fPACAP38NH 2 ) ) , i££rC#:te 
PACAP38NH 2 (DNlffiUlfr&mfflrr 3 - £ tf^o fc 0 

(2) PA-3Na 

JlfB (1) m$.<Djjmz£ "9 s PA-3Na (PA-3N(D±g#ii?t ^50{£#fR) ^fflV> 
25 3 M-o-EIA^^Ji L7cL 0 Jjl £r 0 1 (b) ^^i~ 0 PA-3Na PACAP38NH 2 N 
PACAP27NH 2 % PACAP (1-13) OH, PACAP (4-27) OH t ^ b % PACAP (14-38) NH 2 , 
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PACAP(31-38)NH 2 kBUfc'&'f* (^fEjSttO. 1%«T (M PACAP38NH 2 ) ) % — ^ 
VIP t 1 %<D&M%:jfc&&m-t ( %r PACAP38NH, ) £ k i>> h N f^ffcte 
PACAP38NH 2 ©N«SaS^SrBlft*t-S £ i f Co 

(3) PA-5Na 

5 _bfB (1) IcHftOlfrSfcfc: «t 19 , PA-5Na (PA-5N<D}#SI_L?fc£r70<&;ffir#O Srfl^ 

a ^-o-EIA^r^Jfe Ufc 0 jj£^8r|2|l (c) td^-fo PA-5Na #5 PACAP38NH 2 „ 
PACAP27NH 2 „ PACAP (1-13) OH, PACAP(4-27)0H L, PACAP (14-38) NH 2 s 

PACAP(31-38)NH 2 kRlfcltir^ £fc, VIP^ LftV^ <k 

0. 1%^T (*j-PACAP38NH 2 ) ) N ^^[ft:^PA.CAP38NH 2 <BN^ffB#£rreWW~3 - £ * s 

) # o fd 0 ft $5 , PA-lNa £ PA-5Na £ fi£ „ PACAP (1-13) OH i: <£> 35 fg K ( *t 

PACAP38NH 2 ) ^$3V^T^oT*3!9, &&&EiJ&&&t(l&&&&<Dl<H&&±&fa<> 

(4) PA-6Na 

_h|E (1) nZm<Djjmz.£V) , PA-6Na (PA-6N(Di:«Jhff £r40{g#-$O £rj^ 
5 5 $fc-g-EIA£r^Jfe Lfc 0 j^JH&EIl ( d ) ^^-f- 0 PA-6Na /$$ PACAP38NH 2 „ 
PACAP27NH 2 „ PACAP (4-27) OH tgfeL, PACAP (1-13) OH s PACAP (14-38) NH 2 „ 
PACAP (31-38) NH 2 kfclfclt-f s * fc. VIP £ &SJ&L&1^ (^gt^J&ttO. 1%^T 
(*f PACAP38NH 2 ) ) rt^b, R^L#:riPACAP38NH 2 «©NiBlf|5^^6>tf'*|fP^»CS 

) (5) PA-2Ca 

_h|E (1) |B*J©^8feH:<fc 19 > PA-2Ca (PA-2C^)t§#_h?t^340f$#-^) 
S tt^EIA^rHStS Lfc 0 ^^r^BIl (e) ^^i~ 0 PA-2Ca ^ PACAP38NH 2 N 
PACAP (14-38) NH 2 ^ ^ j£ b N PACAP27NH, „ PACAP (4-27) OH % PACAP (1-13) OH N 
PACAP (31-38) NH 2 kRlt^-f, tilt, VIP k hRfc LfcV> l%j^T 

i (*tPACAP38NH 2 ) ) l»f^»PACAP38NH 2 (DCi»5>^^ ,: f :! ^:§|3^^M 
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(6) PA-ICa 

-LIB (1) m^(Djjmz& V) N PA-ICa (PA-lC(D*£*_L?f£35fg%fR) £fflv^ 
£ H-^EIA&Hlfe LfCo S^^rHIl (f) M^^o PA-ICa flS PACAP38NH 2 s 
PACAP (14-38) NH 2 , PACAP (31-38) NH 2 t K Jfc b , PACAP27NH 2 „ PACAP (4-27) OH „ 
5 PACAP (1-13) OH h Ez.jfc J tt~T % Sfc, VIP£ %£0£;L&V> (35^KJSt&0. 1%J^T 
(£j-PACAP38NH 2 ) ) Zkfrtb, ^fctffcfc£PACAP38NH 2 (DCiffiiUft&^Wrf- Z> Z. t & 

£ilJt©tt*SrSH: N JtfB6®<D^LPACAP^ y ? n — ^/PSLfr«S|SK^s*nuDRftJife 

10 

H»I 7 feiPACAP^ /^n — •JvMftft:© ^frtiStfetf^ft 

5y f iW»6*WJBIltfcPC-i2h ttzBfcfc^a&^Bf, (M§H#) =fc t> 

; Brain Res. , 222(2): 225-33, 1981) =7 — ^ i^SU fc48 #cc/W /V 

15 SI # . 10%(£>FCS £r^tr ^>W< jy = Bfc^-f — ■Zf/VUgM (DMEM) T?7~ 10 0 ^ 

LfCo R^l^— h^igJ&SrO. 05%OBSASr-^tf^^^^.^ (HBSS: Hanks' balanced 
salt solution) {£^£&U 30^Ffl^# X^tzM., _bf56®60ig-feiPACAP^& 7 ^ n — 
^/^f$ (ftfMJ^ 20&5VM2200nll) £ & 3* C ^t^lStP^^ ^/J: 
PACAP38NH 2 (*|«Jt2nM) ^*PxL/t 0 $ ^ 2 H# Fffl i#* bfe:|£ s i^Sti^t^ 

20 cAMP^&cAMP$iJ^$/ k (T^f-V M±M) X*Mfelst=- 0 ^JUSrE! 3 K?jkir 0 
6 ffi <D £nl PACAP ^ / 9 P — i-/U^fCit(D 5 > 2@ (PA-6Na *3 £ OTA-ICa) ^ 
PACAP38NH 2 ^LT^n^t4£^LftV^ £/5S:fr^o/c: 0 

8 KPACAPSS^^fP^if^^DPP-IVd «fc 5PACAP#fl|#trS!l£>:f£fJ 

t 

25 ( 1 ) CaCo-2«F*tf£ODPP-IVfc: J; 5 ^^fEfl! <&#Wffl8&* 

CaCo-2 ( t hjjS^mSSJfejSDflS) 36 91 L DPP-IV (dipeptidyl 
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peptidase IV) £J^T\ ^PACAP38#^fp^CfrdSDPP-IV^ «t 6 &M&1ftffl*t & 

/^5/N£ftbfc 0 

Tris-EDTA-CHAPS buffer (20mM Tris-HCl (pH 7.5), 5mM EDTA, 0.1% BSA, 

o. 05% chaps) tp ^c a co-2mmmmft&Anxmw&t)i<^%R l*m^ n&msti. o x 

5 10" 8 M PACAP38&1. 3X10" 7 M PA-6Na#fe3; fcra^#&©&fFT*C8febn 4.5 
B#r^37°C-e-f i/^cx^— h L/C (Hgfc Do CaCo-2#fflflSflSI <DPACAP38tf5#il 
HlfftteVRM&flfKT 5fcat>fc:> fefe^CJ?)DPP-IV|?g.^lJ (IC 50 =5nM) ^4X10 -7 
U ^P#<D^#T*-T hLfe (H@^2) 0 ^ftlWt^H: 

_h|BDPP-IVPJ.^JSr4X lO" 7 M^P LtSJS^H^ ^lifc 1 *3 «fct*2 <7> 

0 K^^SrlOf^^lKb, Tris-EDTA-Digitonin buffer (20raM Tris-HCl (pH 7. 5), 
5mM EDTA, 0. 1% BSA, 0. 05% Digitonin, 0. 5mM PMSF, 10 p. g/ml Pepstatin A, 
20 /z g/ml Leupeptin, An g/ml E-64) "^fclOOpM PACAPg^f^ (Ohtaki, T. et 
al. : J Biol Chem 273, 15464-73. (1998) \ZWtt<Dj5fe&— U$tM Ltti) 
*3«tt^l00pM 125 I-PACAP27 (Ohtaki T et al. Biochem. Biophys. Res. Commun. 
5 171, 838-844) Sr^AR bfc Q 75#|K|25 < C-C^ ^^f ^-<— b bfcf^ *° V zzf-Uls 
4 5: ^ILfcGF/F^7^7^;U^- (Whatman) £rjl V ^T^3I £>3fi b N 7 ^ /V 

^f*triplicateT*^JfeLfCc £r 0 4 t^f 0 3&#Jfclti&t£a3*£ if 

125 I-PACAP27^g^f$^-^*^^;# < , LTc^o Tltfrk ottt bfcPACAP38#S 
0 M^bTV^^r ££r^1- 0 roB^P), DPP-IVriPA-6Na^#^T"C?ilft^fe#W3te 
PACAP38^|?ffUB PA-6NattW^< fetlfcDPP-IV© jft^<6ffl"CPACAP38<0^ 

(2) mmx.DPP-IV^J;6^^(^»JSfjm 

K^^#^^f*CaCo-2f^ffiH#^|WI — T? % CaCo-2mW\ft<Dft V ^fflL^X.DPP-IVfl 

5 tlp°p%ffiV^T (1) ^[H^^^Srffofdo la^^LDPP-IV^r^V^^ 

CaCo-2BM^-eOPACAP38^f (DWffitiffcfflMk o fc^SiR^^^^if U 
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PA-6NattPACAP38(DDPP-IV^ j; 6^?^l-100f^f^(DDPP-IV^!iit^-Cffi]$IJ bfc 
IZU PA-6Na©DPP-IVKl J: SPACAP38^ff^ffl^ffi©J^PJi*^^J±J Zfafto 

5 

9 GLP-1 (7-36) ami de^-^tf^^iE (DPS: 
GLP-1 (7-36) amide ( AnaSpec |± ®l ) 4mg ^ BSA 7. 2mg 0. 1M V is Bg II IS? 
(pH6. 8) 2mlttj|U, ^Uh/fcO. IMP f&Bffi&Z (pH6. 8) TO. l%^WJbfc 

10 £ # t> A „ ?A"< v =j U >-Sgj^«^a^^7k (D-PBS (- 



jtv^^^A/^P^yyt^ft (i g G®5^> 5?t^yv-^A/!Jt- 

15 ^ • 7#7 b y — X^ijg) £r0. 01M NaCl^-^O. 01MU ytifl^ ( P H8. 0) T5 
K:50/z lfo^Ls 4°CT— BfeK**^:^ £rl&*^ 25%^ny^x 

(^: H ^Samtstc^ttJK) -a^D-PBSH^iooMiTo^nb, 

20 i©7 p V>- h £f0. 05% Tween20^^"D-PBS (PBS-T) t?^fc#-ft. 0.1% Tween20-Q- 
%D-PBST*^|5t#|R bfc^CiL?f ^50 A* 1»P U 37t T18#IWKJS $ iirfc 0 7° U— 
h^PBS-T-C^##, 0.1% Tween20-a ^TD-PBS (-) "CIO ng/ml{C#f^ bfc tf;^ V 
^IfiGLP-l [GLP-1 (7-36) -Lys (Biotin) , amide] (AnaSpeotUS) ^50 p, l^O^SE U 
37X>X-lW$fflRj&£lt1t 0 h SrPBS-TTi5fc#M^ 0.1% Tween^^D-PBS (-) 

25 TO. 3 ^ g/ml tCI%f^ bfc W# 17 fcT^— g (HRP) MM h Uy° h T tT v 5 
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?& -C 30 # WJ S £ ii: o $ b Kzf Y «r PBS-T "C ife HRPSfC(TMB 
Peroxidase EIA Substrate Kit, /^^y KfcfcJR) &r50 /z lfoM LtM § 

5 

^JfeM 1 l 

( 1 ) GLP-1 (7-36) amideit^f^CO^^ 

MM 9 *T?fMK LfdGLP-1 (7-36) amide/BSA^-^ft^g^Sr ~7 u^lsY v 5 ^ 

s<i/ h t m^MkM-&vxi¥mvtc^^ b balb/c-x-^^ (13®^ m 

10 10125^50/* g/IZBtf^T^JSbfeo 2H!B&USfcJ3\ GLP-1 (7-36)amide/BSAit^f£i; 

30 @ co^miMm^-, MMM l o ^IB«^-f-aELISA^z:^DV^T^v^JfiL?tfe ; i:^2is:{ffi^^ 

15 (2) £rCGLP-l£n;f£M:fe^-l' ^ y K— ^<£>lX# 

Mi»^^^#ufc 0 ^(D%%mM&t'*'i>^'wmmm&P3X63. A g s.ui (p3ud ^ 

^5:l<D7iMffci;ki; ft 5 J; 5£Sl^bfcfJL cc^-ix>-^y /H500 (niy^ 

^±M) £:JlV\ ^r— ^ — £ ^(Djffe (Mature, 256: 495, 1957) t£2fS 

20 UTB!li-^$^:fc 0 ^(DM&m&& 10% ^m^ikllf ^^tpIHififfi (IMDM(-f >\fh 

^%tM) t Ham' s F-12 (-f yt^Ov?x >%±M) t (D^mU^i^M) (IH- 
FCS) ^SSIiS&i^ 96^;U^y 0 /U^ h (3— — >-^f±$i) (CP3U1 

h L^XlO^/lOO^l/^/MMU C0 2 ^ ^ ^^<— ^ — :£J3^-C37 0 C S 5% 

15 v^^-^trlH-FCS (HATJ#±fi) ^rlOO^ l/^^J^M U C(Vf >-^r^^-^ 
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CDig^±^%:MMffl 1 0 ^fBic<Z)ELISA^#t ^-c, 15;ffiig<^GLP-l (7-36) 
T=r — •j-Sl'tfifcmgE^^ 7* V K ' — "V [GLIT1-175 (1)18, GLIT1-238 (l) 6 , GLIT1- 
254(1)6, GLm-256(l)3L GLIT1-464 (1) 15, GLIT1-492 (1) 2, GLIT2-105 (1) 6, 
GLIT2-130(1)36, GLIT2-197 (1) 66 , GLIT2-234 (2) 65 , GLIT2-329 (1) 24 , GLIT2- 
357(1)10, GLIT2-806(l)4, GLIT2-851 (1) 11, GLIT2-863 (1) 35] Sril*R^# b, PS 

( 3 ) #lglp-i^t / ^ d —r^m^mw^M 

10% Ultra low IgG FCS (^ ^ bT b a v 5 ^ >-%fc^)^- ^IHt^ife^, CO,^^^^- 

^ — £rffl^T37°C, 5% C0 2 $g£-c?*&3i U ^'L^PHIte: «t 5 HJiR b/ > c^_b?f £ 

Protein A*7^^nvh^77 ^ - tft tTi^#:^#fc 0 £ ft 6> tf) 
f^^Di^"^^ 7 7 ^ ^rlsoStrip Mouse Monoclonal Antibody Isotyping Kit (n v' 

^SSM 1 O ^|BifeCOELISAj31*5V^T, fc s ^^- V^bIsGLP-1 (7-36) amide (d^f b , 
EC 50 : IX lO-^lXlO^'M^iSV^^Stt^^L/'o |UELISAk::j3l^-C, in. 

fplffi^/cift, — ^jig(10 ng/mL)(Dt^^>-tli|5GLP- 1(7-36) ami de^, ^ft^ 
>Pf LT0, 003 ~ 300 in ^ A* 4 <D GLP-1 (7-36) ami de (AnaSpec %tM ) * 7c GLP-1 (9- 
36)amide (Phoenix Pharmaceuticals*^) tMPLt, I^IMlfptft^fT o 
7^1^^:, ^ TOjrLf^f^GLP- 1(7-36) ami de i <9 5t< P£*$ft 5^)^ GLP-1 ( 9- 

36)amide^ J: 5 PI* §: &t ft I \ GLP-KDN^i^^c^^^^^Pfi^^^f^'efc 

hifift-t)>otz. 0 ^±<D^^mi fclak$>x^kir 0 
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1 ] # m Hi GLP-l #l Vf (D bT ^~^^m MIGLP-I (7-36) amide ^^|J§.WS '14 
(IC 50 ) 





e^>^iSsGLP-1(7-36)amide$g^R&S;S14(IC50(M)) 




GLP-1(7-36)amide 


GLP-1 (9-36)am\de 


GLIT1-175(1)18 


2.5E-09 


> 1 4E-07 


GLIT1 -238(1)6 


1.9E-09 


>1.4E-07 


GLIT1 -254(1)6 


1 .4E-09 


5.1E-07 


GLIT1 -256(1)31 


2.4E-09 


> 1 .4E-07 


GLIT1 -464(1)1 5 


1.6E-09 


> 1 .4E-07 


GLIT1 -492(1)2 


1.5E-09 


5.8E-07 


GLIT2-1 05(1)6 


2.4E-09 


>1.4E-07 


GLIT2-1 30(1)36 


2.0E-09 


> 1 .4E-07 


GLIT2-1 97(1)66 


4.0E-09 


>1.4E-07 


GLIT2-234(2)65 


3.0E-09 


> 1 .4E-07 


GLIT2-329(1)24 


3.6E-09 


2.1E-06 


GLIT2-357(1)10 


5.8E-09 


>1.4E-07 


GLIT2-806(1)4 


9.0E-09 


7.6E-07 


GLIT2-85KD11 


2.0E-09 


>1.4E-07 


GLIT2-863(1)35 


2.2E-09 


> 1 .4E-07 



HJfiM 1 1 -ef^MbfclBffiSOfeiGLP-l^E-/ ^ O — -r/UtfiljEKD tpfab GLP-1 1 

glp-i^§{£ h (Dw^r&mw l&v ^^mt^mtK-r % ft * tib^2®!s<d 

(1) GLP-lg^ftrU'/*?— ^ — V s — yTyt^f 
10 GLP-l^^flcSrJNej|&|R*©jC5S^$-e- N Multiple Response Element (MRE) /cAMP 
Response Element (CREMuciferasejfrfs^&^A bfd^^^^CHO!lBJ5£!fc£rlO% 
z H£j- l S.wl?ts l^g/ml 7^7^ F^y, SOOAig/ral v^^-r^ i^;>\ 50mg/ml y 

l^^^r^f ^itr-WI" 5 Ham' s F-12 Wy^fa^yfti) 

96?v:^!7-f fyi/- h — %hM) ^lxio^EJja/i^^/i^-e^Sffib, C0 2 -f 

■^fe^ffi't? 1 B# PbIS JS£-frT:JoV^c GLP-1 (7-3 6) amide (2nM) £ l-300f#^E-/l/*(D 
WRteSiGLP-l^E-/^ n — ^1^#£©K*&$B#4& (Ham' s F-12 (>fytrbni?x 
W±M) 100jttlS:«fe&PU C0 2 -Y ^^rrL^<— ^ — rt-e37°C, 5% co 2 ^i^ 
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TT?5.5H#|B#i3lbfc„ mm&W&mMks t° v % ^LT-FR OH^-f ^Mit 
£fc®D i:^^^^^ (HBSS: Hanks' balanced salt solution) (Dl : l^-nH&^O 
^1/^^/lx^^PU. ^ta^O^Fffl.RjfcfJK Wallac 1420 ARV0 MX Multi label 
counter^— ^^^A-^ — • v 5 -^ >-£t®l) £J^TMRE/CREfr£{1MB1-3lffe^£-tt 

( 2 ) GLP-l/GLP-lS^fffi-a-PMT 

GLP-l^f2jsr ^ilpJ^m£*fc,«III®^{WT<^ £51- LT1I b7c Q t"* 
fc>*>s t hGLP-lS^f^jt^^-^la^-iAAyfcipFastBac™^^^ ^ K (-f >" tf f a 
• ^7^-7^? / civ 5 — %fc®)^fcfe&^J; «9$S.^x.^^r^L n ? *i /U^jfe&m 
10 $£U -^^^AlK^ft(Sf9)^^$iirTGLP-lg^f*^— iM«?i$-^7h 0 r 

600 x g-el^iLt»Mlrit, ^<D_y«£ 100,000 x g-^Sjs^St 

bTGLP-l^^^^-|>^Ilf^^|« Lfc 0 
200pM£) 125 ItMfiGLP-l(IM323 > T^i^-Y • -^V ^"i^-Y ^i-^^ISD >. itUd;^ 
15 LTl-l.OOOf^^/^A^^iGLP-l^:^:^ $r?M^L, 37°C-eiH#^^ >-^-<— f b 

fcfJL JifBOGLP-lg^f^®^^^PUTM^-r75^^-l'^ d r^^-- h bfcfJL 
7jfy m^i/^^r 5: y^ILfc^7^7-{/V^- (GF/F, I7y W^M) ^ffiV^T 
B/F^fffU y t7^$~ ^ffiV^TGLP-lg^^*:^^b^ 125 I^lSiGLP-l»^^» 

20 (1) ^JzO* (2) cTDlg^;^^ 2 ^ i: feT^i- 0 GLP-L (7-36) amide ^*fb 

i 

1, OOOff ^^*^JPX.T tiGLP-1 £GLP-lg^f£<D|£^|S#li:-f\ 300{£^/I^:fc!jRx. 
T^GLP-lg^f*l/7K— ^ — yTs/t^ ^^DV^TGLP-l^'h^§r^fPb^V^#: 
(He&J^lKl 7#j#J £^GLP-l^?P^f££ Lfc Q mhrLfc2mm<D^hGLP~l 
#^^P^#: »2) <Z>t£^b, #)S^^^ttc^^0^GLIT2-329(l)24^^GLP-l 
25 ^^{2^ UTlltRU ^T©H»(tfbfc, 
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^GLP-l^f^^GLP-lg^f^W^—^—v^—^T ^y^-f t GLP-1/GLP-1§ 



GLP-1 



GLP-1 /GLP-1 



GLIT1 

GLIT1- 

GLUT 

GLIT1- 

GLIT1- 

GLIT1 • 

GLIT2- 

GLIT2- 

GLIT2- 

GLIT2- 

GLIT2- 

GLIT2- 

GLIT2- 

GLIT2- 

GLIT2- 



-175(1 
-238(1 
-254(1 
-256(1 
-464(1 
-492(1 
-105(1 
-130(1 
-197(1 
-234(2 
-329(1 
■357(1 
•806(1 
-851(1 
-863(1 



)18 
)6 
)6 
)31 
)15 
)2 
)6 
)36 
)66 
)65 
)24 
)10 
)4 

)11 

)35 



+++ 
++ 
+++ 
++ 



++ 
+++ 
+ 

+++ 
+ 
+ 



4^R?£tt^U GF : ^7^7^- 



feLGLP-l^^^p^./ J; (GLIT2-329(1)24) ©DPF-IVtZl 

«t 5 GLP-1 (7-36) emide^M SflftflftUB 

^iSMl 2-eil^bfcfeLGLP-l^^fP^y ^ -^vHftfl: (GLIT2-329(1)24) 
©DPF-IVfc X & GLP-1 (7-36) amide^WffltfsJH SrELISAfejC cfc o tl^<fc 0 PBS-T 
T^IRb^GLP-l^y ^n— -JvHftfl: (GLIT2-329 (1) 24 ; ft«J^5 mg/ml) £ 
Dipeptidyl peptidase IV (DPP-IV) (R&D^^T^Xft ; ft^m^200 ng/ml) 
»-frf£fc:, GLP-1 (7-36) amide (*j|&*ftl0 g/ml) ^»L, 37°CT?12H#Fal,K 

ir % GLP-1 (7-36) amide4«r£*T0>;£jfcK: J; 9$iJ^Lfc 0 GLP-1 (7-36) amideON^ 
S^S^^I^^L, GLP-1 (9-36) amide f± L & V> £nIGLP-l #l #: (GLIT1- 

254(1)6) SrD-PBS (-) -CO. 15 jt g/mlOSIfiPfclJffirJR U r.*tSr96 £7 ^/Wn— 7^ JJ 

&i£«rl&*^ 25%^ny^x-^ (;*: 0 ^IltS^ttl) -a ^D-PBS (-) §r 
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100^ lfo»L, tfiTn^^^atfcio r b*PBS-T-C^#-^ N 
0. 1% Tween20^^D-PBS(-) -?H:P&jffir3R b ItRfefo t s 0. 1% Tween20-g"^D- 
PBS(-)t?5 ng/ml^^T^bfdtr (7-36) amide t &25 v lfo^ftL, 

37°C^2B#^HiS$-^:fCo 7° b ^rPBS-Tt:^## N 0. 1% Tweeir^^D-PBS (~) 
5 "CO. 3 m g/ml^#-|R UfdHRPtlSi^ h U7° h T (v?^ y y ^ • ^ J* y y 

T'V— h SrPBS-TT?^^^ HRP^ff(TMB Peroxidase EIA Substrate Kit, 

t?y Ktfc3Bt)SrB0jx lfoMtTHfe^t, lWM^sO// it" o#*£ LtSJS 

ffohfj^ h U — (-r/U^^^^rly ■ ^s^^^AX) £r|gl^T450nm 

.0 <Dm.yt&&wfei,tc 0 

#Lft^#3ET (None) ^iT^fet^ y ^ n/K^^^feift: (Anti-EPO Ab) 

GLP-l(7-36)amidef±DPP-IV^J;oT90%J^_h^?$tbfc^^ £rCGLP-l#^ 
fp^E-y y o — TVl^^fc (GLIT2-329(1)24) #feTT?«GLP-l (7-36) ami de«^J10% 
l^t^tlf^ - (DtrCGLP-l^^fP^y y n— ^-/P^Cf^^DPP-IV^ j; SGLP- 
.5 l(7-36)amide(B$WI?*&fWL#5£ £ tf^^ofc flU 8 ) 0 

Hl^l 4 ^LGLP-l^^fP^ey y C2— -jr;Viji{if(Din w >djS#HR 
( 1 ) ?y HiB^F^^f^tS:^ 

ffr&tfcflB^Wister fatty^^h («t) ^^S^^tK, ^GLP-l^^P^ y y n 
!0 — 7VW£Lf£(GLIT2-3.29(l)24) ^fcte^ffi t LTv ?7^IgG (ChromoPure mouse 
IgG, whole molecule ; y yy • -f Ay !J 17— ^ • h P —^#M) & 

2Omg/kg0J^rt^-^U, 1 B&iZLfflRji&hm& V ^MsfcZftW j&^J^fcDPP-IV 
^fykt7- (DPP4, LINC0 Research) & mM bTC Q ifi'^BItftf^JC <t 9 JfeftlSr 

1Mb, ^f*#b/t 0 

:5 (2) 7^ hlfaJttpOOGLP-l (7-36) amidejtJg^IlJ^ 

7 7 hlfe# , 1 : '(75GLP-l(7-36)amide]tit(iTfa<Dfl^LS^ ; ff ofcf^^ GLP-1(7- 
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36)amide$Bl5£^ I> ( V ^^±M) Sr/B V^SIS bfc c JhfE#i£^l^ 
?y b^k^lXUfcifrf^l^TTVM). 75 mUdxtb, #*<DBuffer A (1% TFA in 
99% distilled water) £r»P Lfc 0 4°C, 5min^jS?JL is^Ht£rfTV\ -Ht£ 
HURLfc IHflX Ufc_h?f Sr N Buffer A'C^PflHti LfcC18^7 7 A (Sep-column 
5 containing 200mg of C18 N ^^1^^3.7 • h y — XfrSSJ) CIL % 

Buffer A7?^5#^, Buffer B(60% acetonitrile in 1% TFA in 39% distilled 
water) XMlti ^ffi^<Sr^£««tS£@ ^££r JhfBELISAdf 5/ b fctfJR© 

Assay Buffer 375 LfcS^tfS? b % S^iffi (95°C, 5min)^ N aSifr^HHU ^<D_h 
?ff £r_hffiELISA^ h ^bTGLP~l(7-36)amide?fS£$'J^Lfco &*5, 7^ f 

10 jflL^4 , ^GLP-l (7-36) ami de&WMVX* ^^^t mU^Mf&Mfrffo fcSfcbtHH 
$LMMk<Oli£%:fat> s fltrtoJStd «t 3GLP-1 (7-36) amidetf) [Hl[X^{i30%-t?fc o ^c c r. 
OlBlIlZ!^t?^jEUyt9 5> hil^ c l :, GLP-l(7-36)aiiiide^ft^^[lI 9 l£5j**t" 0 

£S^i&7.K£:£g^Lfc|&^Wister Fatty 7 y h 0 &<Z> JfiL^t^SftSi 

GLP-1 (7-36) liS f±4. 7±0.6pM-efe "9 , ^ •> * IgGl£#i$<£>?&tfcSiGLP-l (7-36) M 

L5 ftfi7. l±1.2pMtf&o/to ^tU-*f ^GLP-l#^^p^;f2(s:(GLIT2-329(l)24)S 
■^PO?g'l4MGLP-l(7-36)^S^14. 1±4. OpM-Cfet), *f flg t m^-ft-vp* 
IgG^^^it^-C^T&^S^^ofc (p<0. 05) „ ^©I^Ji, ^GLP-l^^fP^Cf* 

20 fc*^ Zucker f atty7 s> h }ffl§ «t <9 *f^#*t"5 ^DPP-IVPM^^r 

^btlf^<DM^^^&GLP-im^(DM:±i&-i^]10pMX^'ofc (Diabetes, 51, 
1461-1469, 2002) „ r 3j$ * % ^HJfeM © £tlGLP-1 * fP^f* (GLIT2- 
329(1) 24) IS-^I^^ISfefcnfeJStfeaiGLP-l (7-36) 14. 1 + 4. OpMtt, MttM 
25 GLP-K7>HIS&^«"T?fc5 i%t&tb5 0 
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fete y # V FoALtpspfflR&m&itLib, m y # ^ K<0gi£»?&tf:WrafiftMB 

* 

15 >£fcfcUPfi£ s 0;fc^fflIl£tLfc#Jjg2 004-098595 (tttffiB : 2 0 0 4 
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pE3 



1 . Ht£LSM&©F*3Bte!J if is K^LT»P'l4Sr^ LJ-o^Slft^ft b 

e . mmcDfrmtikv ifis \*<Dfa*mm&m 1 awOT-e*>sni^ 1 sbjb&om 

7 . i*o is # y ifis K^^^ K'l4ft^#/-t? fe & li^rf i ta^^^ijo 

8. fom&VJfls K^G^SK*^Mg^f*^^i-5^(7)-t?$>Sft^Ii7fB*fe<7) 
t? fc S fit *5 8 fE*fe<D^IJ 0 



!0 



:5 



10. P*=3 H'|4 3 if is WGLP - 1 , PA CAP, VIPfeitF 

11. P^Htt^VK^LHRH, fi?^>, GPR7/GPR8 ])ifls]i\ 

msh, ifv-yis, r^v is&£u^(Dmmfcfahts:%m£vmu£ri%m^m 

■ 

12. ^BttU^yK^EPO, tpo, ^ yi/a !i y x ^y^^iny, j$ 

■3fc/WE->\ GM-CSF, k^fy, T^4?$^i?^l/$3£Z$JttltbCDmMt{$ 



13. F^g Htt y if is K^ANP, BNP, CNP, & tr/^y>\ 



WO 2005/094881 



PCT/JP2005/006576 



78 

.5 y^fv Kfcfcf bT^fPt4tr^Tbl.o^®^^^|x^4 3 fnb^v^|$:(D'l£ffl 0 



WO 2005/094881 



PCT/JP2005/006576 



1/9 





WO 2005/094881 



2/9 



PCT/JP2005/006576 



O 



► 



\;>.'.-.VA 
•VA'.VA 



CM 



o 



o 



BBSS 



-**-,«>.•. vis* 



§88 



'vz-:-: 



< 
CL 



0 

CL 

0 

cm 

< 

Q. 



03 
(0 

I 

< 



(0 CO (0 

z z z 

t- w in 



< 

CL 




WO 2005/094881 



3/9 



PCT/JP2005/006576 




WO 2005/094881 



4/9 



PCT/JP2005/006576 




WO 2005/094881 



5/9 



PCT/JP2005/006576 




DPP-IVCD#f?f§^ 



WO 2005/094881 



6/9 



PCT/JP2005/006576 





WO 2005/094881 



7/9 



PCT/JP2005/006576 




WO 2005/094881 



8/9 



PCT/JP2005/006576 




DPP-IV(+) 



DPP-IV(-) 



WO 2005/094881 



9/9 



PCT/JP2005/006576 



K 9 




WO 2005/094881 



PCT/JP2005/006576 



1/4 

SEQUENCE LISTING 
<110> Takeda Pharmaceutical Company Limited 
<120> Antibody Medicines 
130> 09754 



<150> JP2004-098595 

<151> 2004-03-30 

<160> 7 

<170> Patentln version 3. 2 

<210> 1 

<211> 38 

<212> PRT 

<213> Homo sapiens 



<220> 

<221> M0D_RES 

<222> (38) . . (38) 

<223> AMIDATION 

<400> 1 

His Ser Asp Gly lie Phe Thr Asp Ser Tyr Ser Arg Tyr Arg Lys Gin 
15 10 15 



Met Ala Val Lys Lys Tyr Leu Ala Ala Val Leu Gly Lys Arg Tyr Lys 

20 25 30 



Gin Arg Val Lys Asn Lys 

35 



<210> 2 

<211> 27 

<212> PRT 

<213> Homo sapiens 



<220 
<221> M0D_RES 
<222> (27). . (27) 



WO 2005/094881 



PCT/JP2005/006576 



2/4 



<223> AMIDATION 
<400> 2 

His Ser Asp Gly lie Phe Thr Asp Ser Tyr Ser Arg Tyr Arg Lys Gin 
15 10 15 



Met Ala Val Lys Lys Tyr Leu Ala Ala Val Leu 

20 25 



<210> 3 

<211> 25 

<212> PRT 

<213> Artificial Sequence 

<220> 

<223> Synthetic peptide having amino acid sequence identical to 
partial amino acid sequence of human PACAP38. 



<220> 

<221> M0D_RES 
<222> (25) . . (25) 
<223> AMIDATION 

<400> 3 . • ' 

Arg Lys Gin Met Ala Val Lys Lys Tyr Leu Ala Ala Val Leu Gly Lys 
15 10 15 



Arg Tyr Lys Gin Arg Val Lys Asn Lys 

20 25 



<210> 4 

<211> 13 

<212> PRT 

<2 13> Artificial Sequence 

<220> 

<223> Synthetic peptide having amino acid sequence identical to 
partial amino acid sequence of human PACAP. 

<400> 4 

His Ser Asp Gly lie Phe Thr Asp Ser Tyr Ser Arg Tyr 



WO 2005/094881 



PCT/JP2005/006576 



3/4 



10 



<210> 5 

<211> 24 

<212> PRT 

<213> Artificial Sequence 

<220> 

<223> Synthetic peptide having amino acid sequence identical to 
partial amino acid sequence of human PACAP. 

<400> 5 

Gly He Phe Thr Asp Ser Tyr Ser Arg Tyr Arg Lys Gin Met Ala Val 
1 5 10 15 



Lys Lys Tyr Leu Ala Ala Val Leu 

20 



<210> 6 

<211> 8 

<212> PRT 

<213> Artificial Sequence 

<220> 

<223> Synthetic peptide having amino acid sequence identical to 
partial amino acid sequence of human PACAP38. 



<220> 

<221> M0D_RES 

<222> (8). . (8) 

<223> AMIDATI0N 

<400> 6 

Tyr Lys Gin Arg Val Lys Asn Lys 
1 5 



<210> 7 

<211> 28 

<212> PRT 

<213> Homo sapiens 



WO 2005/094881 



4/4 



PCT/JP2005/006576 



<220> 

<221> M0D_RES 

<222> (28) . . (28) 

<223> AMIDATION 

<400> 7 

His Ser Asp Ala Val Phe Thr Asp Asn Tyr Thr Arg Leu Arg Lys Gin 
15 10 15 



Met Ala Val Lys Lys Tyr Leu Asn Ser lie Leu Asn 

20 25 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP2 005/0 0 65 7 6 



A. CLASSIFICATION OF SUBJECT MATTER 

Int. CI 7 A61K39/395, 47/48, A61P3/00, 5/02, 5/06, 5/18, 5/48, 7/00, 9/00, 

15/00, 15/10, 15/18, 19/08, 25/00, 31/00, 35/00, 37/04 



According to International Patent Classification (IPC) or to both national classification and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 
Int. CI 7 A61K39/395, 47/48 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 

Jitsuyo Shinan Koho 1922-1996 Jitsuyo Shinan Toroku Koho 1996-2005 

Kbkai Jitsuyo Shinan Koho 1971-2005 Toroku Jitsuyo Shinan Koho 1994-2005 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
REG I STRY/ CA/ MEDL INE/ EMBASE / B I OS I S (STN) , JSTPlus/ JMEDPlus ( JOIS) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



X 



X 



X 



JP 60-502104 A (HYBRITECH INC.), 

05 December, 1985 (05.12.85), 
Claims; details of test 

Sc EP 467416 Al & WO 85/974 Al 

JP 1-138461 A (HYBRISENS LTD.), 
31 May, 1989 (31.05.89), 
Claims 

6 EP 298654 A2 & US 5686579 A 

JP 4-120025 A (Chugai Pharmaceutical Co. 
Ltd. ) , 

21 April, 1992 (21.04.92), 
Claims; page 2, upper right column 
(Family: none) 



1-15 , 17 



1-15, 17 



1-15, 17 



1 x I Further documents are listed in the continuation of Box C. 



I I See patent family annex. 



"A" 
"E" 
"L" 

"O" 



Special categories of cited documents: "X" 

document defining the general state of the art which is not considered 
to be of particular relevance 

earlier application or patent but published on or after the international "X' 
filing date 

document which may throw doubts on priority claim(s) or which is 

cited to establish the publication date of another citation or other "y" 

special reason (as specified) 

document referring to an oral disclosure, use, exhibition or other means 

document published prior to the international filing date but later than the 
priority date claimed 



later document published after the international filing date or priority 
date and not in conflict with the application but cited to understand 
the principle or theory underlying the invention 

document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such combination 
being obvious to a person skilled in the art 

document member of the same patent family 



Date of the actual completion of the international search 
26 April, 2005 (26.04.05) 


Date of mailing of the international search report 
17 May, 2005 (17.05.05) 


Name and mailing address of the ISA/ 

Japanese Patent Office 

Facsimile No. 


Authorized officer 
Telephone No. 



Form PCT/ISA/210 (second sheet) (January 2004) 



INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP2 0 05/0 0 65 7 6 



C (Continuation). DOCUMENTS CONSIDERED TO BE RELEVANT 



Category 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



X 



X 



JP 3-133378 A (Ivan E. Modrovich) , 
06 June, 1991 (06.06.91), 
Claims; examples 
& US 5660978 A 

JP 10-504708 A (Beringu Diagnostics GmbH) , 

12 May, 1998 (12.05.98), 

Claims 

& WO 96/284 Al 



1-15, 17 



1-15, 17 



Form PCT/ISA/210 (continuation of second sheet) (January 2004) 



[BSttUH## PCT/J P20 0 5/0 0 6 5 7 6 



A. #WoJR-t-54Mfr©$WB (B^fF^iS (IPC) ) 

IntCl. 7 A61K39/395, 47/48, A61P3/00, 5/02, 5/06, 5/18, 5/48, 7/00, 9/00, 15/00, 15/10, 15/18, 19/08, 25/00, 
31/00, 35/00, 37/04 



is^Tofc*/hPg»f (mmMWftm (ipc) ) 

IntCl. 7 A61K39/395, 47/48 



0* 
0* 



mm 



: 3r tf o fc^lf ^ ^ tt 5 t> © 

1922-1996^ 
1971-200 5^ 
1996 — 200 5^ 
1994 — 200 5^ 



REGISTRY/ CA/MEDLINE/EMBASE/BIOSIS (STN) , JSTPlus/JMEDPlus (JOIS) 



O. 



,-^7 v- =r y — * 



X 



JP 60-502104 A (s^^Vry? • ^ya-^Kf^ K) 

1985. 12. 05, ft^COfgH, MWt<D$ 



X 



X 



& EP 467416 Al & W0 85/974 Al 

JP 1-138461 A (^-f ^ -'f ir i/X • V K) 1989.05.31, 

#fFtt3£G0ffiffl & EP 298654 A2 & US 5686579 A 

JP 4-120025 A (<PW~mM$i£:£;%t) 1992.04.21, 



1-15, 17 



1-15, 17 



1-15, 17 



R c*©aftjfit>5:i»b5S3?ii*$ix-cv>s, 



r&j n-/^yh77 5y-*i 



26. 04. 2005 



17. 05.2005 



u^m^m-ff (i sa/j p) 

Sffi*-©- 100 — 8915 
«fP=p{-t IE IK'fiaS IHT g 4 



4 C 



3 12 7 



mm- =f-%k . 

ttSS#-5§- 03-3 581-1 101 3 4 5 2 



:S;PCT/ISA/2 10 (f£2-<— v 5 ) (2004^11) 



gfctiIg#-$§- PCT/J P200 5/00 6 5 76 



c - 



X 



JP 3-133378 A •^-•*Kn tf^^) 1991. 06. 06, 

#fFSf^(D$Sffl, HJfS^il & US ,5660978 A 



1-15, 17 



X 



JP 10-504708 A y >^ • ^T^/^T^^^ • <^if/W 

i 7 ^ 7 h • ^^h • -Kv^i^i/^TVix • A7yy^) 1998. 05. 12, 
#fFft;£<£>i5|g & WO 96/284 Al 



1-15, 17 



ISpct/ 



ISA/2 10 S?©itt$) (2 0 0 4^1J3) 



PCT/J P20 0 5/006 5 7 6 



a. $4-7 



b . 73r—- v y h 



F7 =i>-t:°^— ^fn^OWIig&ff^ 



2. K7 



$ b \c, mnm.jLvm^m^wsrt s ^-^vnrsffl bfc^-a-^, itun^KiiSffi ufcia^m u < tiiisn u-ti&m 



3 . iMtl : 



i^PCT/ISA/210 (3gl-<~v?©iS*3fi (1) ) (2004*0) 



lilttiK#-§- P C T/ JP2 00 5/00 6 5 7 6 



nffl St^iM^— «5tPfga£a*Tf g £ f role ji, (f l^-^2©i#) 



fe^8^^33S (PCT17ft(2)(a)) ^£^±9. £ OirMttt^Sft £ 5 »:*<0«ffl<0— ttfcOV^Tff 



1 . 



1 6 



ft*©$SHl 6 ItMluiSAME^luitS t^Tfeot, PCT1 7 ^(2)(a)G)^t^ P 

CTMJ3 9. i(iv)oa©a^ ^(Dmmm^mmtmmm^&ft? zt&^vf£\<^m^% 



2. r~ !t^^>t5 



3. r w^co^ 



J±. tlit^H^feoTP C Tftl!|6. 4(a) <Z)|g 2 Sl&^aSC^^^K 



1 — o 



i. r* 



2. r i&&ngS^icS- : irS*-r5*-et.^<, t-^TOp^tgjfeft^^Htcov^tiS-r-S^t^-tr^fccO-e, it 



iSPCT/ISA/2 10 (f l^^C^I (2) ) (2004f II) 



